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METHODS FOR MAKING AND USING MOLECULAR SWITCHES 
5 INVOLVING CIRCULAR PERMUTATION 

Cross Reference To Related Applications 

This application claims the priority of U.S. Provisional Patent Applications 
Serial Nos. 60/539,774, 60/557,152, 60/607,684, and 60/628,997, filed January 28, 
2004, March 26, 2004, September 7, 2004, and November 18, 2004, respectively, the 
10 entire disclosures of which are incorporated herein by reference in their entirety. 



Statement As To Federally Supported Research 

The present invention was made with United States government support under 
grant number R01 GM066972-01 Al from the National Institutes of Health. 
15 Accordingly, the United States government may have certain rights in the invention. 

Field of the Invention 

The invention relates to fusion molecules which function as molecular 
switches and to methods for making and using the same. More particularly, 
combinatorial methods involving circular permutation of DNA are used. 

20 Background of the Invention 

A hallmark of biological systems is the high degree of interactions among 
their constituent components. Cells can be described as complex circuits consisting 
of a network of interacting molecules. Key component of these networks are proteins 
that serve to couple cellular functions. A protein that couples functions can be 
25 described as a "molecular switch." In most general terms, a molecular switch 
recognizes an effector (input) signal (e.g., ligand concentration, pH, covalent 
modification) with resultant modification of its output signal (e.g., enzymatic activity, 
ligand affinity, oligomeric state). Examples of natural molecular switches include 
allosteric enzymes that couple concentration of effector molecules with level of 
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enzymatic activity, and ligand-dependent transcription factors that couple ligand 
concentration to output level of gene expression. Molecular switches can be 
"ON/OFF" in nature or can exhibit a graded response to a signal. 

5 There is recognition that there is great potential to design fusion proteins that 

act as molecular switches to modulate or report on biological functions for a variety of 
applications including biosensors (Siegel and Isacoff 1997; Baird, Zacharias et al. 
1999; Doi and Yanagawa 1999; de Lorimier, Smith et al. 2002; Fehr, Frommer et al. 
2002) modulators of gene transcription and cell signaling pathways (Rivera 1998; 

10 Guo, Zhou et al. 2000; Picard 2000), and novel biomaterials (Stayton, Shimoboji et al. 
1995). Despite its great potential, however, molecular switch technology has not been 
extensively exploited, in part due to technical challenges in engineering effective 
molecular switches. In general, existing approaches to creating protein molecular 
switches include: control of oligomerization or proximity using chemical inducers of 

1 5 dimerization (CID); chemical rescue; fusion of the target protein to a steroid binding 
domain (SBD); coupling of proteins to nonbiological materials such as 'smart' 
polymers (Stayton, Shimoboji et al. 1995; Ding, Fong et al. 2001; Kyriakides, Cheung 
et al. 2002) or metal nanocrystals (Hamad-Schifferli, Schwartz et al. 2002); and 
domain insertion. 

20 

The approach of control using a chemical inducer of dimerization (CID) 
utilizes a synthetic ligand as the CID that controls the oligomeric or proximity of two 
proteins (Rivera 1998). CIDs are small molecules that have two binding surfaces that 
facilitate the dimerization of domains fused to target proteins. This approach was first 

25 developed using the immunosupressant FK506 to facilitate dimerization of target 
proteins fused to the FK506-binding protein, FKBP12 (Spencer, Wandless et al. 
1993). Several variations on this system have since appeared as well as a system 
using the antibiotic coumermycin to dimerize proteins fused to B subunit of bacterial 
DNA gyrase (GyrB) (Farrar, Olson et al. 2000). CIDs have been used to initiate 

30 signaling pathways by dimerizing receptors on the cell surface, to translocate 

cytosolic proteins to the plasma membrane, to import and export proteins from the 
nucleus, to induce apoptosis and to regulate gene transcription (Bishop, Buzko et al. 
2000; Farrar, Olson et al. 2000). However, CIDs have only been applied to those 
functions that require changes in the oligomeric state or proximity of the two proteins. 
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As described in the literature however, this approach cannot be readily applied to a 
single protein. 

Chemical rescue has recently been applied as a strategy for control, in the case 
5 of dimerization (Guo, Zhou et al. 2000). Chemical rescue aims to restore activity to a 
mutant, catalytically defective enzyme by the introduction of a small molecule that 
has the requisite properties of the mutated residues. Since first described for subtilisin 
(Carter and Wells 1987), chemical rescue has been demonstrated for a number of 
different mutated protein-small molecule pairs (Williams, Wang et al. 2000). The 
10 vast majority of these rescues required > 5 mM concentrations to show detectable 
rescue, and the maximum fold improvement in activity of the mutant was generally 
less than 100-fold and required >100 mM concentrations of the rescuing molecule. 

For the strategy of fusion to a steroid binding domain, the protein to be 
15 controlled is fused end-to-end to a SBD (Picard 2000). In the absence of the steroid 
that binds to the SBD, it is believed that a Hsp90-SBD complex sterically interferes 
with the activity of the protein fused to the SBD. The disassembly of the complex 
upon steroid binding restores activity to the protein. This strategy has been 
successfully applied principally to transcription factors and kinases (Picard 2000). 
20 Artificial transcription factors (such as GeneSwitch™) have been developed using 
this strategy and have promise for tissue-specific gene expression in transgenic 
animals and human gene therapy (Burcin, BW et al. 1998; Burcin, Schiedner et al. 
1999). 

25 For approaches involving coupling to non-biological materials, the protein to 

be controlled is coupled to a non-biological material that responds to an external 
signal and thereby affects the protein coupled to it. 'Smart' polymers that change 
their conformation upon a change in pH or temperature have been conjugated to 
proteins near ligand binding sites, to create switches that sterically block access to the 

30 binding site at, for example, higher temperatures, but not at lower temperatures 

(Stayton, Shimoboji et al. 1995; Ding, Fong et al. 2001). Inductive coupling of a 

magnetic field to metal nanocrystals attached to biomolecules resulting in an increase 

in local temperature thereby inducing denaturation, has so far only been applied to 

DNA (Hamad-Schifferli, Schwartz et al. 2002). 
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Relatively few studies have attempted to create a molecular switch using the 
approach of insertional fusion, in which one gene is inserted into another gene. 
Insertions result in a continuous domain being split into a discontinuous domain. The 
5 first example of successful insertion of one protein into another was of alkaline 

phosphatase (AP) into the E. coli outer membrane protein MalF, constructed as a tool 
for studying membrane topology (Ehrmann, Boyd et al. 1990). High levels of 
alkaline phosphatase activity were obtained in the fusions despite the fact that alkaline 
phosphatase requires dimerization for activity. Other examples of proteins that have 

10 been inserted into other proteins include green fluorescent protein GFP) (Siegel and 
Isacoff 1997; Biondi, Baehler et al. 1998; Kratz, Bottcher et al. 1999; Siegel and 
Isacoff 2000), TEM1 P-lactamase (Betton, Jacob et al. 1997; Doi and Yanagawa 
1999; Collinet, Herve et al. 2000), thioredoxin (Lu, Murray et al. 1995), dihydrofolate 
reductase (Collinet, Herve et al. 2000), FKBP12 (Tucker and Fields 2001), estrogen 

15 receptor-a (Tucker and Fields 2001) and P-xylanase (Ay, Gotz et al. 1998). 

In studies of insertions into GFP, molecular sensors were created by inserting 
P-lactamase into GFP by random mutagenesis, to create a protein whose fluorescence 
increased 60% upon binding of the p-lactamase inhibitory protein. Insertions of 

20 calmodulin (a Ca 2+ binding protein) into GFP resulted in a fusion whose fluorescence 
changed up to 40% upon increases m Ca concentration (Baird, Zacharias et al. 
1999). In a related strategy, the gene for a circularly permuted GFP was sandwiched 
between the gene for calmodulin and its target peptide Ml 3 to create a series of 
sensors whose fluorescence intensity increased, decreased or showed an excitation 

25 wavelength change upon binding Ca2 + (Nagai, Sawano et al. 2001). 

With the exception of the domain insertion strategy, all of the above-described 
approaches to engineering a molecular switch are limited in the sorts of signals that 
can be employed or the types of proteins that can be controlled. CDDs have only been 
30 applied to those functions that require changes in the oligomeric state or proximity of 
the two proteins and thus cannot be used to control a single protein. The chemical 
rescue approach is limited by the inability to apply the method to any desired signal 
and by the lack of sensitivity (high concentrations of the signal are required for a 
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small change in activity). The SBD strategy appears to be limited as a general method 
for controlling any protein due to the apparent requirement for end-to-end fusion. 

The domain insertion strategy is a promising and generally applicable 
5 approach to engineering a molecular switch. However existing domain insertion 
strategies are limited by the number of possible insertional fusions between the two 
domains. Generally, methods for generating molecular switches have not provided a 
systematic way to generate very large numbers of fusions of different geometries that 
would be ideal for generating and optimizing functional coupling of protein domains 
10 in molecular switches. 

Summary of the Invention 

The invention provides improved molecular switches, for example with 
switching activity greater than previously demonstrated, or with altered ligand 

15 recognition and binding, and methods of making these molecules involving circular 
permutationof nucleic acid or amino acid sequences. Molecular switches have been 
created by recombining nonhomologous genes in vitro and subjecting the genes to 
evolutionary pressure using combinatorial techniques. The approach may be 
envisioned as "rolling" two proteins across each other's surfaces and fusing them at 

20 points where their surfaces meet. The approach allows for recombination and testing 
of maximal numbers of geometric configurations between the two domains. Libraries 
comprising vast numbers of such fused molecules are provided from which molecular 
switches with optimal characteristics can be isolated. 

Preferred switches are fusion molecules comprising an insertion sequence and 
25 an acceptor sequence for receiving the insertion sequence, wherein the state of the 

insertion sequence is coupled to the state of the acceptor sequence. For example, the 
activity of the insertion sequence can be coupled to the activity/state of the acceptor 
sequence. 

The "state" of a molecule can comprise its ability or latent ability to emit or 
30 absorb light, its ability or latent ability to change conformation, its ability or latent 
ability to bind to a ligand, to catalyze a substrate, transfer electrons, and the like. 
Preferably, molecular switches according to the invention are multistable, i.e., able to 
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switch between at least two states. In one aspect, the fusion molecule is bistable, i.e., 
a state is either "ON" or "OFF," for example, able to emit light or not, able to bind or 
not, able to catalyze or not, able to transfer electrons or not, and so forth. In another 
aspect, the fusion molecule is able to switch between more than two states. For 
5 example, in response to a particular threshold state exhibited by an insertion sequence 
or acceptor sequence, the respective other sequence of the fusion may exhibit a range 
of states (e.g., a range of binding activity, a range of enzyme catalysis, etc.). Thus, 
rather than switching from "ON" or "OFF," the fusion molecule can exhibit a graded 
response to a stimulus. More generally, a molecular switch is one which generates a 
10 measurable change in state in response to a signal. 

Accordingly, and in one aspect, the invention provides a method for 
assembling a fusion molecule, comprising: generating an insertion sequence by 
circular permutation; and inserting the insertion sequence into an acceptor sequence. 

In one variation of the method, the insertion sequence is inserted at a selected 
site in the acceptor sequence. In another variation, the insertion sequence is inserted 
at a random site in the acceptor sequence. 

Another aspect of the invention is a method for assembling a modulatable 
fusion molecule, comprising: generating an insertion sequence by circular 
permutation; inserting the insertion sequence into an acceptor sequence, wherein the 
insertion sequence and the acceptor sequence each comprise a state; and selecting a 
fusion molecule, wherein the state of the insertion sequence and the state of the 
acceptor sequence are coupled. As in the above method, variations are provided 
wherein the insertion sequence is inserted at a selected site in the acceptor sequence or 
at a random site in the acceptor sequence. 

In some embodiments of the method, the state of the insertion sequence 
generated by circular permutation is modulated. The state of the insertion sequence 
can be modulated in response to a change in the state of the acceptor sequence, or 
modulated in response to a change in the state of the insertion sequence. The fusion 
molecule can further comprise a new state. 
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In yet another aspect is provided a method for assembling a multistable fusion 
molecule which can switch between at least an active state and a less active state, 
comprising: generating an insertion sequence by circular permutation; inserting the 
insertion sequence into an acceptor sequence, wherein either the insertion sequence or 
5 the acceptor sequence comprises a state; and wherein the respective other sequence is 
responsive to a signal; and selecting a fusion molecule, wherein the state is coupled to 
the signal, such that the fusion molecule switches state in response to the signal. 

In some versions of the methods of making fusion molecules the insertion 
10 sequence and acceptor sequence can comprise nucleic acids. In these methods, 
insertion includes obtaining a first nucleic acid fragment encoding an insertion 
polypeptide and a second nucleic acid fragment encoding an acceptor polypeptide and 
inserting the first nucleic acid fragment into the second nucleic acid fragment. In 
some aspects this method is used to provide libraries of fusion nucleic acids encoding 
1 5 fusion polypeptides comprising insertion polypeptides inserted into acceptor 

polypeptide sequences. Preferred fusion polypeptides are selected from these libraries 
in which the states of the insertion and acceptor polypeptides are coupled. 

The invention also provides a method for modulating a cellular activity, 
20 comprising: providing a fusion molecule generated according to the above-described 
methods involving circular permutation of DNA, wherein a change in state of at least 
the insertion sequence or the acceptor sequence modulates a cellular activity, and 
wherein the change in state which modulates the cellular activity is coupled to a 
change in state of the respective other portion of the fusion molecule. Changing the 
25 state of the respective other portion of the fusion molecule thereby modulates the 
cellular activity. 

Yet a further aspect is a method for delivering a bio-effective molecule to a 
cell, comprising: providing to the cell a fusion molecule associated with a bio- 
30 effective molecule generated according to any of the above methods, the fusion 

molecule comprising an insertion sequence and an acceptor sequence, wherein either 
the insertion sequence or the acceptor sequence binds to a cellular marker of a 
pathological condition and wherein upon binding to the marker, the fusion molecule 



-7- 



WO 2005/072392 



PCT/US2005/002633 



dissociates from the bio-effective molecule, thereby delivering the molecule to the 
cell. 

Further provided is a method for delivering a bio-effective molecule 
5 intracellularly, comprising: providing to a cell a fusion molecule associated with a 
bio-effective molecule generated according to any of the above-described methods 
involving circular permutation, the fusion molecule comprising an insertion sequence 
and an acceptor sequence, wherein either the insertion sequence or acceptor sequence 
comprises a transport sequence for transporting the fusion molecule intracellularly, 
10 and wherein release of the bio-effective molecule from the fusion molecule is coupled 
to transport of the fusion molecule intracellularly. 

Another aspect of the invention is a method for modulating a molecular 
pathway in a cell, comprising: providing to a cell a fusion molecule generated 

15 according to any of the above-described methods, the fusion molecule comprising an 
insertion sequence and an acceptor sequence, wherein the activities of the insertion 
sequence and acceptor sequence are coupled, and responsive to a signal, and wherein 
the activity of either the insertion sequence or the acceptor sequence modulates the 
activity or expression of a molecular pathway molecule in the cell; and 

20 exposing the fusion molecule to the signal. 

Also provided is a method for controlling the activity of a nucleic acid 
regulatory sequence, comprising: providing a fusion molecule generated by circular 
permutation according to any of the above methods, the fusion molecule comprising 
25 an insertion sequence and an acceptor sequence, wherein either the insertion sequence 
or the acceptor sequence responds to a signal, and wherein the respective other 
sequence of the fusion molecule binds to the nucleic acid regulatory sequence when 
the signal is responded to; and exposing the fusion molecule to the signal. 

30 The invention further provides in another aspect a sensor molecule for 

detecting a target analyte. The sensor molecule comprises an insertion sequence and 

an acceptor sequence generated according to any of the above methods. Either the 

insertion sequence or the acceptor sequence binds the analyte, and binding of the 

analyte is coupled to production of a signal from the sensor molecule. 
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In yet another aspect, the invention provides a fusion molecule comprising: an 
insertion sequence and an acceptor sequence, generated according to the above- 
described methods. In one embodiment, either the insertion sequence or the acceptor 
sequence transports the fusion molecule intracellularly, wherein intracellular transport 
5 of the fusion molecule is coupled to binding of the fusion molecule to a bio-effective 
molecule. 



Further provided is a fusion molecule generated as described, comprising: an 
insertion sequence and an acceptor sequence generated by circular permutation, 
10 wherein either the insertion sequence or the acceptor sequence binds to a nucleic acid 
molecule, and wherein nucleic acid binding activity is coupled to the response of the 
respective other sequence of the fusion molecule to a signal. 

Yet another embodiment is a fusion molecule generated as described wherein 
15 either the insertion sequence or the acceptor sequence associates with a bio-effective 
molecule, and disassociates from the bio-effective molecule, when the respective 
other sequence of the fusion molecule binds to a cellular marker of a pathological 
condition. 



20 Another variation is a fusion molecule capable of switching from a non-toxic 

to a toxic state, comprising: an insertion sequence and an acceptor sequence generated 
according to any of the above methods wherein either the insertion sequence or the 
acceptor sequence binds to a cellular marker of a pathology, and wherein binding of 
the marker to the fusion molecule switches the fusion molecule from a non-toxic state 

25 to a toxic state. Other fusion molecules of this type are capable of switching from a 
toxic state to a less toxic state. 



The invention further provides "modified" molecular switches generated 
according to the above methods, wherein as a result of modification, for example by 
30 mutagenesis, the switch is responsive to at least one ligand that differs from a ligand 
recognized by an unmodified form of the same switch. 

Yet a further aspect of the invention is a molecular switch for controlling a 

cellular pathway, comprising: a fusion molecule comprising an insertion sequence and 
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an acceptor sequence generated according to any of the above methods, wherein the 
states of the insertion and acceptor sequences are coupled, and responsive to a signal, 
and wherein the state of either the insertion sequence or the acceptor sequence 
modulates the activity or expression of a molecular pathway molecule in a cell. 

5 

Further provided are libraries of molecular switches made according to the 
methods of the invention by generating insertion and/or acceptor sequences by 
circular permutation. The step of insertion can be repeated a plurality of times with a 
plurality of first and second nucleic acid molecules, to generate a library of acceptor 
10 sequences comprising circularized sequences. Preferred library members comprise a 
first nucleic acid sequence encoding a first polypeptide having a first state, the first 
nucleic acid sequence having been circularly permuted and inserted into a second 
nucleic acid sequence encoding a second polypeptide having a second state. 



15 Some versions of the libraries can be produced by iterative processing of at 

least one existing library, generated according to any of the above-described methods. 
In one variation, a selected circularly permuted insert sequence generated from a first 
library is inserted into an acceptor sequence, to generate a second library having a 
plurality of members, each of which comprise the selected circularly permuted insert 

20 sequence. In one embodiment of such a library, the selected circularly permuted 
insert sequence is inserted at a random site in the acceptor sequence. In another 
embodiment, the selected circularly permuted insert sequence is inserted at a non- 
random site in the acceptor sequence. 



25 The invention further provides isolated nucleic acids encoding molecular 

switch proteins. Preferred nucleic acids comprise nucleotide sequences selected from 
any of SEQ ID NOS: 35, 37, 39, 41, 43, 45, 47, 49, 51, 53, 56, 58, 60, 62, 64, 66, 68, 
70, 72, and 74, or an effective fragment thereof. 



30 Yet another aspect of the invention are molecular switch proteins comprising 

an amino acid sequence selected from any of SEQ ID NOS: 36, 38, 40, 42, 44, 46, 48, 
50, 52, 54, 55, 57, 59, 61, 63, 65, 67, 69, 71, 73, and 75, or an effective fragment 
thereof. 
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Brief Description of the Drawings 

The objects and features of the invention can be better understood with 
reference to the following detailed description and accompanying drawings. 

Figure 1 is a schematic diagram illustrating two strategies using circular 
5 permutation and domain insertion for generating libraries of molecular switches 
according to the invention. 

Figure 2 illustrates steps in creating a cyclized gene using a DKS linker 
according to the invention. 

Figure 3 illustrates steps in creating a cyclized gene using a GSGGG linker 
10 according to the invention. 

Figure 4 is a diagram illustrating steps in preparing an acceptor DNA sequence 
for insertion of an insertion DNA sequence at a specific site in the acceptor DNA 
sequence according to the invention. 

Figures 5A-G are schematic diagrams depicting several applications of the 
1 5 molecular switches of the invention. 

Figures 6A-C illustrate a novel fusion molecule comprising sequences from an 
effector protein (maltose binding protein, MBP) and an enzyme (P-lactamase, BLA) 
according to an aspect the invention. Figure 6A shows the steps involved in creating 
the fusion molecule. Figure 6B is a schematic diagram illustrating the amino acid 
20 sequence of the fusion protein, termed RG13. Figure 6C is a drawing illustrating the 
structure of the RG13 fusion protein. 

Figures 7 A-C are three graphs demonstrating characteristics of switch activity 
of RG13, a model molecular switch of the invention. Figure 7A shows that enzyme 
activity (nitrocefin hydrolysis) is specific to ligands of MBP. Figure 7B shows 
25 reversible switching using competing ligand. Figure 7C shows reversible switching 
after dialysis. 

Figure 8 is a schematic diagram illustrating coupling of ligand and substrate 
binding. 
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Figures 9A-D show comparisons of characteristics of molecular switches 
according to the invention. Figure 9 A shows dissociation constants for maltose as a 
function of apo MBP closure angle. Figures 9B-D show steady-state kinetic 
parameters of nitrocefin hydrolysis of the molecular switches. 

5 Figure 1 0 is a graph showing velocity of nitrocefin hydrolysis by a molecular 

switch according to the invention as a function of effector (maltose) concentration. 

Figure 1 1 is a schematic diagram illustrating a strategy for creating a library in 
which a circularly permuted bla gene is inserted into a specific location in the gene 
for MBP, according to an embodiment of the invention. 

10 Figure 12 is a schematic diagram illustrating a strategy for creating a library in 

which a specific circularly permuted version of the bla gene is randomly inserted into 
a plasmid containing the gene for MBP, according to an embodiment of the invention. 

Figure 13 is a schematic diagram illustrating construction schemes and 
structures of switches isolated from libraries constructed according to the invention. 

15 Figures 14A-D are four graphs showing enzymatic characteristics of particular 

embodiments of molecular switches according to the invention. 

Figure 1 5 is a schematic diagram depicting strategies for creating a novel 
switch from an existing switch that responds to a particular signal molecule (in this 
case maltose). 

20 Detailed Description 

The invention provides improved molecular switches that couple external 
signals to functionality, methods of making these molecules involving circular 
permutation of nucleic acid and amino acid sequences, and methods of using the 
25 same. The switches according to the invention can be used, for example, to regulate 
gene transcription, target drug delivery to specific cells, transport drugs 
intracellularly, control drug release, provide conditionally active proteins, perform 
metabolic engineering, and modulate cell signaling pathways. Libraries comprising 
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the switches generated by circular permutation, and expression vectors and host cells 
for expressing the switches are also provided. 

Definitions 

The following definitions are provided for specific terms which are used in the 
5 following written description. 

As used herein, a "molecular switch" refers to a molecule which generates a 
measurable change in state in response to a signal. In one aspect, a molecular switch 
is capable of switching from at least one state to at least one other state in response to 
the signal. Preferably, when a portion of the molecule responds to the signal, the 

10 portion become activated (i.e., turns "ON") or inactivated (i.e., turns "OFF"). In 
response to this change in state, the state of another portion of the fusion molecule 
will change (e.g., turn ON or OFF). In one aspect, a switch molecule turns ON one 
portion of the molecule when another portion is turned OFF. In another aspect, the 
switch turns ON one portion of the molecule, when the other portion is turned ON. In 

1 5 still another aspect, the switch molecule turns OFF one portion of the molecule when 
the other portion is turned ON. In a further aspect, the switch molecule turns OFF 
when the other portion is turned OFF. 

In some aspects of the invention, a molecular switch exists in more than two 
states, i.e., not simply ON or OFF. For example, a portion of the fusion molecule may 

20 display a series of states (e.g., responding to different levels of signal), while another 
portion of the fusion molecule responds at each state, with a change in one or more 
states. A molecular switch also can comprise a plurality of fusion molecules 
responsive to a signal and which mediate a function by changing the state of at least a 
portion of the molecule (preferably, in response to a change in state of another portion 

25 of the molecule). While the states of individual fusion molecules in the population 

may be ON or OFF, the aggregate population of molecules may not be able to mediate 
the function unless a threshold number of molecules switch states. Thus, the "state" 
of the population of molecules may be somewhere in between ON or OFF depending 
on the number of molecules which have switched states. In one aspect, a molecular 

30 switch comprises a heterogeneous population of fusion molecules comprising 

members which switch states upon exposure to different levels of signal. In other 
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aspects of the invention, however, the state of a single molecule may be somewhere in 
between ON or OFF. For example, a molecule may comprise a given level of 
activity, ability to bind, etc., in one state which is switched to another given level of 
activity, ability to bind, etc., in another state (i.e., an activity, ability to bind, etc., 
5 measurably higher or lower than the activity, ability to bind, etc., observed in the 
previous state). 

As used herein, a "state " refers to a condition of being. For example, a "state 
of a molecule" or a "state of a portion of a molecule" can be a conformation, binding 
affinity, or activity (e.g., including, but not limited to, ability to catalyze a substrate; 
10 ability to emit light, transfer electrons, transport or localize a molecule, modulate 
transcription, translation, replication, supercoiling, and the like). 

As defined herein, a molecule, or portion thereof, whose state is "activated" 
refers to a molecule or portion thereof which performs an activity, such as catalyzing 
a substrate, emitting light, transferring electrons, transporting or localizing a 
15 molecule; changing conformation; binding to a molecule, etc. 

As defined herein, a molecule, or portion thereof, whose state is "inactivated" 
refers to a molecule or portion thereof which is, at least temporarily, unable to 
perform an activity or exist in a particular state (e.g., bind to a molecule, change 
conformation, etc.). 

20 As used herein, "coupled" refers to a state which is dependent on another state 

such that a measurable change in the other state is observed. As used herein, 
"measurable" refers to a state that is significantly different from a baseline or a 
previously existing state as determined in a suitable assay using routine statistical 
methods (e.g., setting /?<0.05). 

25 As used herein, "a signal" refers to a molecule or condition that causes a 

reaction. Signals include, but are not limited to, the presence, absence, or level, of 
molecules (nucleic acids, proteins, peptides, organic molecules, small molecules), 
ligands, metabolites, ions, organelles, cell membranes, cells, organisms (e.g., 
pathogens), and the like; as well as the presence, absence, or level of chemical, 

30 optical, magnetic, or electrical conditions, and can include conditions such as degrees 
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of temperature and/or pressure. A chemical condition can include a level of ions, e.g., 
pH. 

As used herein, "responsive to a signal" refers to a molecule whose state is 
coupled to the presence, absence, or level of the signal. 

5 As used herein, "an insertion sequence" refers to a polymeric sequence which 

is contained within another polymeric sequence (e.g., an "acceptor sequence") and 
which conditionally alters the state of the other polymeric sequence. An insertion 
sequence or acceptor sequence can comprise a polypeptide sequence, nucleic acid 
sequence (DNA sequence, aptamer sequence, RNA sequence, ribozyme sequence, 
10 hybrid sequence, modified or analogous nucleic acid sequence, etc.), carbohydrate 
sequence, and the like. Nucleic acid and amino acid sequences for use as acceptor 
and insertion sequences in the invention can be naturally occurring sequences, 
engineered sequences (for example, modified natural sequences), or sequences 
designed de novo, 

15 

As used herein, an "effective fragment" of a nucleic acid or amino acid 
sequence can include any portion of a full length sequence useful in a molecular 
switch that has at least 80% of the functional activity of the corresponding full-length 
sequence, preferably at least about 90% and more preferably at least about 95% of 
20 that function. By an "effective fragment" of a molecular switch or related phrase is 
meant a portion of a molecular switch protein, or a nucleic acid encoding the same, 
that has at least 80% of the activity of the corresponding full-length protein or nucleic 
acid, determined by an appropriate assay for activity of the particular molecular 
switch. 

25 As used herein, "multistable" refers to a fusion molecule which is capable of 

existing in at least two states. 

As used herein, "bistable" refers to a fusion molecule capable of existing in 
two states. 

As used herein, "range of states" refers to a series of states in which a fusion 
30 molecule can exist. For example, a range of states can comprise a range of binding 
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activities, a range of light-emitting activities, a range of catalysis efficiencies, and the 
like. 

As used hejein, "a change in state" refers to a measurable difference in a state 
of being of a molecule, as determined by an assay appropriate for that state. 

5 As used herein, "a graded response" refers to the ability of a fusion molecule 

to switch to a series of states in response to a particular threshold signal. 

As used herein, "modulates" or "modulated" or "modulatable" refers to a 
measurable change in a state or activity or function. Preferably, where an activity is 
being described, "modulated" refers to an at least 2-fold, at least 5-fold, at least 10- 
10 fold, at least 20-fold or higher, increase or decrease in activity, or an at least 10%, at 
least 20%, at least 30%, at least 40% or at least 50% increase or decrease in activity. 
However, more generally, any difference which is measurable and statistically 
different from a baseline is encompassed within the term "modulated." 

As used herein, a "less active state" is a state which is at least about 2-fold less 
15 active compared to a given reference state as measured using an assay suitable for 
measuring that state, or about at least 10%, at least about 20%, at least about 30%, at 
least about 40%, at least about 50%, at least about 60%, at least about 70%, at least 
about 80%, at least about 90% or at least about 1 00% less active. More generally, any 
decrease which is measurable and statistically different from baseline is encompassed 
20 within the term "less active state." 

As used herein, a "less toxic state" refers to a measurable increase in the LD 50 
(i.e., lethal dose which has a 50% probability of causing death) or LC50 (i.e., lethal 
concentration which has a 50% probability of causing death). Preferably, a less toxic 
state is one which is associated with an at least about 10% increase, at least about 
25 20%, at least about 30%, at least about 40%, at least about 50%, at least about 60%, at 
least about 70%, at least about 80%, at least about 90% or at least about 100% 
increase in LD50 or LC50. 

As used herein, "a bio-effective molecule" refers to bioactive molecule which 
can have an effect on the physiology of a cell or which can be used to image a cell. In 
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one aspect, a "bio-effective molecule" is a pharmaceutical agent or drug or other 
material that has a therapeutic effect on the cell. 

As used herein, "a cellular marker of a pathological condition" refers to a 
molecule which is associated with a cell, e.g., intracellularly or extracellularly, and 
5 whose presence or level correlates with the presence of the disease, i.e., the marker is 
found in, or on, cells, or is secreted by cells, exhibiting the pathology at levels which 
are significantly different than observed for cells not exhibiting the pathology 

As used herein, "a molecular pathway molecule" refers to a molecule whose 
activity and/or expression affects the activity and/or expression of at least two other 
10 molecules. Preferably, a molecular pathway molecule is a molecule involved in a 
metabolic or signal transduction pathway. A pathway molecule can comprise a 
protein, polypeptide, peptide, small molecule, ion, cofactor, organic and inorganic 
molecule, and the like. 

As used herein, "modulating a molecular pathway" refers to a change in the 
15 expression and/or activity of at least one pathway molecule. 

As used herein, "at an insertion site" of a nucleic acid molecule refers to from 
about 1 to 21 nucleotides immediately flanking the insertion site. 

As used herein, "randomly inserting" refers to insertion at non-selected sites in 
a polymeric sequence. In one aspect, "random insertion" refers to insertion that 

20 occurs in a substantially non-biased fashion, i.e., there is a substantially equal 

probability of inserting between members of any pairs of monomers (e.g., nucleotides 
or amino acids) in an acceptor molecule comprising a given number of monomelic 
sequences. However, in another aspect, random insertion has some degree of bias, 
e.g., there is a greater than equal probability of inserting at different sites. Minimally, 

25 the probability of insertion at a site in an acceptor sequence is greater than zero but 
less than one. 

As used herein, "a new activity" refers to an activity which is not found in 
either donor or acceptor sequences. Generally, fusion molecules according to the 
invention comprise a new activity in that the activity of the acceptor sequence or 
30 insertion sequence is newly coupled to the state of the respective other portion of the 
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sequence. An insertion or acceptor sequence also may comprise a catalytic site which 
responds to (e.g., catalyzes) a substrate provided in the form of the respective other 
portion of the fusion molecule, thereby producing a fusion molecule which comprises 
an activity present in neither the original catalytic site or the substrate (e.g., such as 
5 the ability to self-cleave in the presence of a signal). 

As used herein, "a nuclear regulatory sequence" refers to a nucleic acid 
sequence which is capable of modulating the activity of another nucleic acid in cis or 
in trans. Types of activities regulated include, but are not limited to, modulating 
transcription, translation, replication, recombination, or supercoiling. A nucleic acid 
10 regulatory sequence can include promoter elements, operator elements, repressor 
elements, enhancer sequences, ribosome binding sites, IRES sequences, origins of 
replication, recombination hotspots, topoisomerase binding sequences, and the like. 

As used herein, "altered by bisection' 1 refers to a change in state upon 
fragmenting a polypeptide into two pieces. The term "bisection" does not imply that 
15 the polypeptide is divided into fragments of equal size; rather fragments can be 
generated by cleaving anywhere along the length of the primary sequence of the 
amino acid. 

As used herein, "selecting for restoration of function or state" refers to 
selection for restoration of a function or state which is sufficiently similar to that of 

20 the original function under assay conditions suitable for evaluating the function or 
state. As used herein, "sufficiently similar" refers to a state that can achieve the 
original function in an effective manner. For example, when the function/state is 
binding, restoration of function/state can be evaluated by generating Scatchard plots 
and/or determining Ka. When the function/state is the ability of a molecule to 

25 generate light, restoration can be measured spectrophotometrically, for example. 

As used herein, a "modification" of a polypeptide refers to an addition, 
substitution or deletion of one or more amino acids in a polypeptide which does not 
substantially alter the state of the polypeptide. For example, where a state is an 
activity of a polypeptide, a modification results in no more than a 10% decrease or 
30 increase in the activity of the polypeptide, and preferably no more than a 5% decrease 
or increase in the activity of the polypeptide. 
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As used herein, the terms "cyclization," and "cyclized" in respect to a nucleic 
acid or protein sequence or fragment thereof, refer to the process of taking a non- 
cyclized sequence of nucleic acid or amino acid and converting it to a cyclized form. 
For example, a "cyclized" nucleic acid is a form of nucleic acid in which every 
5 nucleotide in the nucleic acid sequence is covalently bonded to exactly two other 
nucleotides, typically through phosphate bridges between the 3' and 5 ? positions of 
the sugar residue of the nucleotide. This is distinguished from a "linear" form of a 
nucleic acid sequence in which the nucleotides on the 5' and 3' ends are attached to 
only one nucleotide. In a cyclized form of an amino acid sequence, the N- and C- 
10 termini are fused generally through a linker sequence. If the original N- and C- 

termini are proximal to one other, generally a shorter linker is used than if they are 
farther apart. 

As used herein, the term "circularly permuted" refers to a nucleic acid or 

15 protein sequence in which the primary sequence differs from the original non- 

circularly permuted sequence in a specific way. For a nucleic acid, the circularly 
permuted sequence differs in that a continuous sequence that was on the 3' end in the 
non-circularly permuted sequence is attached to the 5' end in the circularly permuted 
sequence. The circularly permuted nucleic acid may or may not have a linker 

20 sequence between the original 5' and 3' ends. For a protein, the circularly permuted 
sequence differs in that a continuous sequence that was on the C-terminus in the non- 
circularly permuted sequence is attached to the N-terminus in the circularly permuted 
sequence. The circularly permuted protein may or may not have a linker sequence 
between the original N- and C- termini. A circularly permuted sequence can be 

25 conceptualized as joining the ends of an original, linear non-circularly permuted 

sequence to form a cyclized sequence, and converting the cyclized sequence back to a 
linear sequence by breaking the bonds at a new location. Although a circularly 
permuted sequence can be created in this manner, as used herein, the term "circularly 
permuted sequence" can also include the same sequence created by other means not 

30 involving a cyclized intermediate. "Randomly circularly permuted" as used herein 
refers to a sequence in which a circularly permuted sequence is created in which the 
site of circular permutation is determined by a random, semi-random or stochastic 
process. 
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Generating Fusion Molecules Using Random Circular Permutation 

In one aspect, the invention includes a method for assembling a fusion 
molecule comprising randomly circularly permuting an insertion sequence and 
inserting the insertion sequence into an acceptor sequence. Exemplary insertion and 
5 acceptor sequences including known "domain" sequences that can be combined to 
form fusion molecules are discussed in further detail infra, and generally include any 
two sequences desired to be functionally combined in a fusion molecule to form a 
molecular switch. 

By using a combinatorial approach, a plurality of potential switches is created 
10 from which to select switches with optimized characteristics. This method is 
advantageous over existing domain insertion methods in that vastly increased 
numbers of geometric configurations between the acceptor sequence and the insertion 
sequence can be generated and made available for testing. As discussed, the 
switching behavior achieved to date by existing methods is generally modest (i.e., less 
15 than about 2-fold effect). See, for example, PCT Publication WO 03/078575, herein 
incorporated by reference, and Guntas and Ostermeier (2004). As shown in Examples 
herein, the invention provides significantly improved molecular switches, for example 
with switching activity up to at least about 35-fold, and modified switches that 
respond to novel effector molecules. 

20 A number of different strategies can be used to create the fusion molecules of 

the instant invention. Figure 1 shows two preferred strategies for creating molecular 
switches using random circular permutation of DNA in combination with domain 
insertion. The strategies are generally applicable to creating any desired molecular 
switches, and are illustrated in FIG. 1 and several Examples herein, using exemplary 

25 fusions that combine sequences from two non-homologous proteins, in this case an 
enzyme (i.e., E. coli TEM (3-lactamase, BLA) with sequences from an effector or 
signal protein (in this case, E. coli maltose binding protein, MBP) that responds to a 
signal (i.e., maltose). As shown below, the BLA-MBP fusion proteins produced by 
the methods of the invention can act as molecular switches, for example by 

30 functioning as BLA enzymes only in the presence of maltose. 
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Referring to FIG. 1, circular permutation of at least one of the genes (in this 
case the insert gene) is central to the method. Although circular permutation of the 
insert gene is shown, circular permutation of the acceptor sequence, or both 
5 sequences, is within the invention. In the example shown in FIG. 1, BLA is the insert 
gene, and MBP is the acceptor gene. 

As is known in the art, a circularly permuted protein has its original N- and C- 
termini fused and new N- and C- termini created by a break elsewhere in the 
sequence. The insert gene is circularly permutated using any suitable technique. 
10 Exemplary techniques for circular permutation by chemical or genetic methods 
include but are not limited to those described for example by Goldenberg and 
Creighton (1983), and Heinemann and Hahn (1995). A particularly preferred genetic 
method for random circular permutation is that of Graf and Schachmann (1996). See 
also Ostermeier and Benkovic (2001). 

1 5 Referring to the central portion of FIG. 1 , a preferred method of randomly 

circularly permuting a sequence can generally include the following steps: 

(i) isolating a linear fragment of double-stranded DNA of the gene to be 
randomly circularly permuted with a linker sequence and flanking compatible ends; 

(ii) cyclizing the DNA fragment by ligation under dilute conditions; 

20 (iii) randomly linearizing the cyclized gene, for example using digestion by a 

nuclease such as DNasel under conditions in which the enzyme, on average, makes 
one double-strand break; 

(iv) repairing nicks and gaps, for example using enzymes such as DNA 
polymerase and DNA ligase, respectively; and 

25 (v) ligating the fragment into a desired vector comprising the acceptor 

sequence by blunt end ligation, to create a library of randomly circularly permuted 
sequences. 

Preferred methods for preparing cyclized genes include a step of adding DNA 
that codes for a "linker" to link the original N- and C- termini. Any suitable linker 
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sequences can be used for this purpose. Preferred methods of cyclizing a gene utilize 
linkers such a "DKS linker" (Osuna et al., 2002) or a flexible pentapeptide linker such 
as a "GSGGG linker" having the amino acid sequence GSGGG (SEQ ID NO: 1). 
See also Example 1, infra 9 for further details. Generally, the gene fragment of interest 
5 (for example a fragment encoding a selected amino acid sequence, such as amino 
acids 24-286 of the P-lactamase protein), is amplified by a suitable technique such as 
polymerase chain reaction (PCR) under conditions resulting in flanking of the 
selected sequence by restriction enzyme site sequences coding for the linkers, and is 
then cloned into a suitable vector such as pGem T-vector (Promega). Exemplary 
10 cloning vectors containing the sequences comprising linkers are indicated in FIG. 1 as 
pBLA-CP(DKS) or pBLA-CP(GSGGG). 

The fragments to be cyclized are then released from the cloning vector by 
digestion with a suitable restriction enzyme and purified, for example by agarose gel 
electrophoresis. Cyclizing is achieved, for example, by treating with a ligase such as 
15 T4 DNA ligase. The cyclized (circular) fragments are subsequently purified and 
subjected to circular permutation (step iii above). Exemplary circularized genes 
comprising DKS and GSGGG linkers according to the invention are shown in FIGS. 2 
and 3, respectively. 

Referring again to FIG. 1 , the circularized genes are randomly linearized, by 
20 subjecting them to cleavage with a digestion enzyme that makes on average one 

double-strand break in the circularized DNA. A preferred enzyme for use in this step 
is a nuclease. A particularly preferred enzyme is DNasel. The conditions for 
nuclease digestion can be determined experimentally by varying the amount of 
enzyme added and analyzing the digested products by agarose gel electrophoresis. 
25 Generally, approximately 1 milliunit of DNasel per microgram of DNA (at a 

concentration of 10 micrograms per ml) for an 8-minute digestion at 22°C is suitable, 
but will vary somewhat for each library. See also Example 1 for further details of 
suitable conditions for the digestion step. In addition to digestion by nucleases (e.g., 
DNAse, SI, exonucleases, restriction endonucleases and the like), other methods for 
30 introducing breaks in sequences can be used. For example, mechanical shearing, 
chemical treatment, and/or radiation can be used. Generally, the method for 
introducing breaks is not intended to be limiting. 
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Libraries Comprising Circularly Permuted Insert Sequences 

In one aspect, libraries comprising a plurality of library members are provided 
by the invention. Each library member comprises a first nucleic acid sequence 
5 encoding a first polypeptide having a first state, the first nucleic acid sequence having 
been randomly circularly permuted and inserted into a second nucleic acid encoding a 
second polypeptide having a second state. The libraries can be constructed in any 
suitable manner known in the art of molecular biology. 

In one preferred type of library, the randomly circularly permuted sequences 
10 are randomly inserted into acceptor sequences, a strategy which maximizes the 
number of possible combinations of insertion and acceptor sequences. Several 
different strategies can be used to make such "random insertion" libraries. One 
preferred embodiment of the method, i.e., "Circular Permutation of Insert and 
Random Domain Insertion," is shown on the left side of FIG. 1. In this embodiment, 
1 5 the circularly permuted insertion sequence is inserted at a random site in a vector, 
such as a plasmid, comprising the acceptor sequence. In variations of this method, 
(both shown in FIG. 1), entire libraries of circularly permuted insert sequences can be 
randomly inserted into the acceptor sequences, or specific circularly permuted 
versions of a selected sequence can be randomly inserted into the vector. (See, for 
20 example, FIG. 12.) See also Example 5 and FIG. 13 showing various strategies 
including iterative approaches for constructing libraries using circularly permuted 
DNA, including selected preferred sequences previously generated by circular 
permutation according to the invention. See, for example, the descriptions of 
Libraries 6 and 7 in Example 5. 

25 Preparing Target (Acceptor) DNA for Random Insertion Libraries 

As discussed, in one aspect, libraries are constructed in which an insertion 
sequence has been randomly inserted into an acceptor sequence. Preferably, such 
libraries are generated by randomly inserting a nucleic acid fragment encoding an 
30 insertion sequence into a nucleic acid fragment encoding an acceptor sequence. 

Existing methods for random insertion can be categorized into one of two 
strategies: insertion via transposons and insertion after a random double stranded 
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break in DNA using one or a combination of nucleases. A variety of transposons 
have been used to deliver short, in-frame insertions of 4-93 amino acids (e.g., Hayes 
and Hallet, 2000, Trends Microbiol 8: 571-7; and Manoil and Traxler, 2000, Methods 
20 : 55-61). However, although transposons are an efficient method for delivering an 
5 insertion, insertion methods are preferred which create libraries with direct insertions, 
deletions at the insertion site, or variability in the amount of deletions or tandem 
duplication or variability in the distribution of direct insertions, deletions and tandem 
duplications. 

Random insertion using nuclease treatment, on the other hand, can create such 
10 libraries. These methods typically are used for the insertion of short sequences into a 
target gene for example during linker scanning mutagenesis. These methods 
generally differ in the strategy used to produce a random, double-strand break in 
supercoiled plasmid DNA containing the gene to be inserted. 

Any suitable procedure for randomly inserting a first sequence into second 
15 sequence can be used. Exemplary methods are described, for example, in PCT 

Publication WO 03/078575, herein incorporated by reference. As discussed, the use 
of BLA and MBP as respective insertion and acceptor sequences, and the use of 
particular vectors are merely exemplary; potentially any two proteins can be 
functionally coupled in this manner following random circular permutation of one or 
20 both sequences. 

To prepare a random insertion library, a target vector comprising the nucleic 
acid encoding the acceptor polypeptide is preferably randomly linearized (see Figure 
1, left side). For linearization, a variety of different nucleases and digestion schemes 
can be used. For example, the vector may be exposed to DNase/Mn 2+ digestion 

25 followed by polymerase/ligase repair; SI nuclease digestion followed by 

polymerase/ligase repair; or SI nuclease digestion which is not repaired. The three 
schemes differ in (a) the methods used to create the random double-stranded break in 
the target plasmid and (b) whether or not the nucleic acid (e.g., DNA) is repaired by 
polymerase/ligase treatment, or other methods. However, it should be apparent to 

30 those of skill in the art that any method of introducing breaks into a DNA molecule 
can be used (e.g., such as digestion by mung bean nucleases, endonucleases, 
restriction enzymes, exposure to chemical agents, irradiation, and/or mechanical 
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shearing) and that the methods of introducing breaks described above are not intended 
to be limiting. 

Preferably, digestion is controlled such that a significant fraction of DNA is 
undigested in order maximize the amount of linear DNA that has only one double 
5 strand break. Key features for optimizing DNase I digestion include the use ofMg 2+ 
free DNasel (Roche Molecular Biochemicals), a digestion temperature of 22°C and 1 
mM Mn 2+ instead of Mg 2+ to increase the ratio of double strand breaks to nicks (see, 
e.g., as described in Campbell and Jackson, 1980, J. Biol. Chem 255 : 3726-35). 

The DNA can be repaired using methods known in the art, for example, using 
10 T4 DNA ligase and T4 DNA polymerase (see, e.g., Graf and Schachman, 1996, Proc. 
Natl. Acad. Sci. USA 93: 1 1591-1 1596), and dephosphorylated. Ligation with nucleic 
acids encoding the insert is performed and nucleic acids (e.g., library members) are 
collected. 

Preparing Target (Acceptor)DNA for Site-Specific Insertion Libraries 

15 

Referring again to FIG. 1, another aspect of the invention is shown on the right 
side of the Figure ("Random Circular Permutation of Insert and Domain Insertion at a 
Specific Site). In this approach, the circularly permuted insertion sequence is inserted 
into a selected site in the acceptor sequence. Any suitable site can be selected in the 
20 acceptor sequence, based upon desired functional outcome and knowledge of the 

structure of the acceptor sequence. For example, this site could be a site previously 
shown to be useful for creating molecular switches (as is demonstrated in Examples 
below) or a site that is predicted, by computational methods or other means, to be 
useful in creating a molecular switch. 

25 For insertion at a specific site, plasmids comprising insertion sequences can be 

modified as shown in FIG. 4, for example by insertion of inverted Sapl sites between 
particular bases such that digestion with $>apl and subsequent filling in of the resulting 
overhangs using Klenow polymerase in the presence of dNTPs results in a bisected 
perfectly blunt sequence on one side (e.g., MBP [1-165]) and a perfectly blunt 

30 sequence (e.g., MBP [164-370]) on the other side. Sapl is a type IIS restriction 

enzyme that cuts outside its recognition sequence. Other type IIS restriction enzymes 
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can also be used, as well as non-type IIS restriction enzymes. The randomly 
permuted insert sequence is subsequently inserted into the acceptor sequence at the 
selected site (FIGS. 1 and 1 1). See also Examples 1 and 4, supra. 

Target Vectors Comprising Acceptor Sequences 

5 

In one aspect, construction of a library comprises the initial step of 
constructing and testing a target vector, i.e., a vector comprising a nucleic acid 
encoding an acceptor sequence. For example, a gene or gene fragment which encodes 
a polypeptide is cloned into a vector, such as a plasmid. Preferably, the polypeptide 
10 exists in a state at least under certain conditions, i.e., comprises an activity, can bind a 
molecule, exist in a conformation, emit light, transfer electrons, catalyze a substrate, 
etc. under those conditions. 

Preferably, the plasmid comprises a reporter sequence for monitoring the 
efficacy of the cloning process. Suitable reporter genes include any genes that 

15 express a detectable gene product which may be RNA or protein. Examples of 
reporter genes, include, but are not limited to: CAT (chloramphenicol acetyl 
transferase); luciferase, and other enzyme detection systems, such as P-galactosidase, 
firefly luciferase, bacterial luciferase, phycobiliproteins (e.g., phycoerythrin); GFP; 
alkaline phosphatase; and genes encoding proteins conferring drug/antibiotic 

20 resistance, or which encode proteins required to complement an auxotrophic 
phenotype. Other useful reporter genes encode cell surface proteins for which 
antibodies or ligands are available. Expression of the reporter gene allows cells to be 
detected or affinity purified by the presence of the surface protein. 

The reporter gene also may be a fusion gene that includes a desired 
25 transcriptional regulatory sequence, for example, to select for a fusion molecule 
whose switching functions include the ability to modulate transcription. 

Vectors For Expressing Fusion Molecules 

30 Identification of desired fusion molecules, whether created by random or site- 

specific insertions, can be facilitated by the use of expression vectors in creating the 
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libraries described above. Such expression vectors additionally can be useful for 
generating large amounts of fusion molecules (e.g., for delivery to a cell, or organism, 
for use in vitro or in vivo). 

Thus, in one aspect, library members comprise regulatory sequences (e.g., 
5 such as promoter sequences) which can be either constitutively active or inducible 
which are operatively linked to acceptor sequences comprising insertion sequences. 
Regulatory sequences can comprise promoters and/or enhancer regions from a single 
gene or can combine regulatory elements of more than one gene. In a preferred 
embodiment, the regulatory sequences comprise strong promoters which allow high 
10 expression in cells, particularly in mammalian cells. For example, the promoter can 
comprise a CMV promoter and/or a Tet regulatory element. 

Library members also can comprise promoters to facilitate in vitro translation 
(e.g., T7, T4, or SP6 promoters). Such constructs can be used to produce amounts of 
fusion molecules in sufficient quantity to verify initial screening results (e.g., the 
15 ability of the molecules to function as molecular switches). 

The expression vectors can be self-replicating extrachromosomal vectors 
and/or vectors which integrate into a host genome. In one aspect, the expression 
vectors are designed to have at least two replication systems, allowing them to be 
replicated and/or expressed and/or integrated in more than one host cell (e.g., a 
20 prokaryotic, yeast, insect, and/or mammalian cell). For example, the expression 
vectors can be replicated and maintained in a prokaryotic cell and then transferred 
(e.g., by transfection, transformation, electroporation, microinjection, cell fusion, and 
the like) to a mammalian cell. 

The expression vectors can include sequences which facilitate integration into 
25 a host genome (e.g., such as a mammalian cell). For example, the expression vector 
can comprise two homologous sequences flanking the nucleic acid sequence encoding 
the fusion molecule, facilitating insertion of the nucleic acid expressing the fusion 
molecule into the host genome through recombination between the flanking sequences 
and sequences in the host genome. Sequences such as lox-cre sites also can be 
30 provided for tissue-specific inversion of the fusion molecule nucleic acid with respect 
to a regulatory sequence to which the fusion molecule nucleic acid is operably linked. 
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Integration into the host genome may be monitored by screening for the 
expression of a reporter sequence included in the expression vector, by the expression 
of the unique fusion molecule (e.g., by monitoring transcription via Northern blot 
analysis or translation by an immunoassay), and/or by the presence of the switching 
5 activity in the cell. 

Evaluating Libraries for Identification of Fusion Molecules 

In one aspect, transformants are selected which express a reporter gene 
included in the target vector, such as a drug resistance gene to initially screen for 
fusion molecules. Alternatively, or additionally, transformants can be selected in 

10 which the state of the insertion sequence is coupled to the state of the acceptor 

sequence. Thus, in one aspect, the existence of each state is assayed for, as is the 
dependence of each state on the existence of one or more other states. States may be 
assayed for simultaneously, or sequentially, in the same host cell or in clones of host 
cells. Fusion molecules also can be isolated from host cells (or clones thereof) and 

1 5 their states can be assayed for in vitro. 

For example, in one aspect, the enzymatic activity of an insertion sequence or 
acceptor sequence is assayed for at the same time that the binding activity of the 
respective other portion of the fusion is evaluated to identify fusion molecules in 
which enzymatic activity is dependent on binding activity. 

20 In another aspect, libraries are screened for fusion molecules which bind to a 

molecule, such as a bio-effective molecule (e.g., a drug, therapeutic agent, toxic 
agent, or agent for affecting cellular physiology). The bound fusion molecule is 
exposed to a cell, and the ability of the fusion molecule to be localized intracellularly 
is determined. Preferably, release of the bio-effective molecule in response to 

25 intracellular localization also is determined. 

For example, a cell can be transiently permeabilized (e.g., by exposure to a 

chemical agent such as Ca 2+ or by electroporation) and exposed to a fusion molecule 

associated with the bio-effective molecule (e.g., bound to the bio-effective molecule), 

allowing the fusion molecule and bound molecule to gain entry into the cell. The 

30 ability of the fusion molecule to localize to an intracellular compartment (e.g., to the 

endoplasmic reticulum, to a lysosomal compartment, nucleus, etc.) along with the bio- 
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effective molecule can be monitored through the presence of a label (e.g., such as a 
fluorescent label or radioactive label) on the fusion molecule, bio-effective molecule, 
or both. The label can be conjugated to the fusion molecule and/or the bio-effective 
molecule using routine chemical methods known in the art. A label also may be 
5 provided as part of an additional domain of the fusion molecule. For example, the 
fusion molecule can comprise a GFP polypeptide or modified form thereof. The 
localization of the label (and hence the fusion molecule and/or bio-effective molecule) 
can be determined for example using light microscopy. Release of the bio-effective 
molecule can be monitored by lysing the cell, immunoprecipitating the fusion 
10 molecule, and detecting the amount of labeled bio-effective molecule in the 
precipitated fraction. 

In one aspect, the cell need not be permeabilized to allow entry of the fusion 
molecule because the fusion molecule comprises a signal sequence that enables the 
fusion molecule to traverse the cell membrane. Intracellular transport of the bio- 
1 5 effective molecule can be monitored by labeling the bio-effective molecule and 

examining its localization using light microscopy, FACs analysis, or other methods 
routine in the art. 

In another aspect, insertion libraries are screened for fusion molecules which 
comprise an insertion sequence or acceptor sequence which associates with a bio- 

20 effective molecule and which releases the bio-effective molecule when the respective 
other portion of the fusion molecule binds to a cellular marker of a pathological 
condition. Thus, in one aspect, fusion molecules associated with a bio-effective 
molecule are contacted with cells expressing such a marker and the ability of the 
fusion molecules to specifically bind to the cell is assayed for, as well as the ability of 

25 the fusion molecule to release the bio-effective molecule in response to such binding. 
For example, as above, either, or both, the fusion molecule and the bio-effective 
molecule can be labeled and the localization of the molecules determined. The action 
of the bio-effective molecule also can be monitored (e.g., the effect of the bio- 
effective molecule on the cell can be monitored). 

30 In still another aspect, insertion libraries are screened for fusion molecules 

which can switch from a non-toxic state to a toxic state upon binding of the insertion 
sequence or acceptor sequence to a cellular marker of a pathology. Fusion molecules 
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can be selected which specifically bind to cells expressing the marker, and the effect 
of the fusion molecules on cell death can be assessed. Cell death can be monitored 
using methods routine in the art, including, but not limited to: staining cells with vital 
dyes, detecting spectral properties characteristic of dead or dying cells, evaluating the 
5 morphology of the cells, examining DNA fragmentation, detecting the presence of 
proteins associated with cell death, and the like. Cell death also can be evaluated by 
determining the LD50 or LC50 of the fusion molecule. 

In a further aspect, the insertion library is screened for fusion molecules which 
comprise a molecular switch for controlling a cellular pathway. Preferably, the states 

10 of the insertion sequence and acceptor sequence in the fusion molecules are coupled 
and responsive to a signal such that in the presence of the signal, the state of either the 
insertion sequence or the acceptor sequence modulates the activity or expression of a 
molecular pathway molecule in a cell. A signal can be the presence, absence, or level, 
of an exogenous or endogenous binding molecule to which either the insertion 

15 sequence or acceptor sequence binds, or it can be a condition (e.g., chemical, optical, 
electrical, etc.) in an environment to which the fusion molecule is exposed. The 
ability of the fusion molecule to control a pathway can be monitored by examining the 
expression and/or activity of pathway molecules which act downstream of a pathway 
molecule whose expression and/or activity is being modulated. 

20 In another aspect, fusion molecules are selected in which either the insertion 

sequence or acceptor sequence binds to a nucleic acid molecule. For example, the 
ability of the fusion molecules to bind to a nucleic acid immobilized on a solid phase 
can be monitored (e.g., membrane, chip, wafer, particle, slide, column, microbead, 
microsphere, capillary, and the like). Preferably, fusion molecules are selected in 

25 which nucleic acid binding activity is coupled to a change in state of the respective 

other sequence of the fusion molecule. For example, nucleic acid binding activity can 
be coupled to the binding activity of another portion of the fusion molecule, catalysis 
by the other portion, the light emitting function of the other portion, electron 
transferring ability of the other portion, ability of the other portion to change 

30 conformation, and the like. Preferably, nucleic acid binding activity is coupled to the 
response of the fusion molecule to a signal. 
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Nucleic acid binding activity also can be monitored by evaluating the activity 
of a target nucleic acid sequence to which the fusion molecule binds. For example, in 
one aspect, the fusion molecule binds to a nucleic acid regulatory sequence which 
modulates the activity (e.g., transcription, translation, replication, recombination, 
5 supercoiling) of another nucleic acid molecule to which the regulatory sequence is 
operably linked. The nucleic acid regulatory molecule and its regulated sequence can 
be provided as part of a nucleic acid molecule encoding the fusion molecule or can be 
provided as part of a separate molecule(s). The nucleic acid binding activity can be 
monitored in vitro or in vivo. The ability of fusion molecules to bind to a nucleic acid 
10 can also be determined in vivo using one-hybrid or two-hybrid systems (for example, 
see, Hu, et al., 2000, Methods 20: 80-94). 

In certain aspects, fusion molecules are selected which bind to a known 
regulatory sequence or a sequence naturally found in a cell. In other aspects, a 
sequence which is not known to be a regulatory sequence in a cell is selected for. 
15 Preferably, such a sequence binds to the fusion molecule and modulates the activity of 
another nucleic acid (in cis or in trans), Thus, the fusion molecule can be used to 
select for novel nucleic acid regulatory sequences. Preferably, the fusion molecule 
modulates the regulatory activity of the nucleic acid molecule in response to a signal, 
as described above. 

20 In still a further aspect, the insertion library is screened for fusion molecules 

which are sensor molecules. Preferably, fusion molecules are screened for in which 
either the insertion sequence or acceptor sequence binds to a target molecule and 
wherein the respective other portion of the fusion molecule generates a signal in 
response to binding. Signals can include: emission of light, transfer of electrons, 

25 catalysis of a substrate, binding to a detectable molecule, and the like. To assay for 
such fusions, members of the library can be screened in the presence of the target 
molecule (e.g., in solution, or immobilized on a solid support) for the production of 
the signal. 

Fusion Molecules Comprising Coupled Insertion and Acceptor Sequences 

30 

In one aspect, a modulatable fusion molecule is provided which comprises an 
insertion sequence and an acceptor sequence which contains the insertion sequence 
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(Several examples of such fusion molecules are shown, e.g., in FIG. 13). Preferably, 
the insertion sequence and acceptor sequence are polymeric molecules, e.g., such as 
polypeptides or nucleic acids. More preferably, both the insertion sequence and 
acceptor sequence are capable of existing in at least two states and the state of the 
5 insertion sequence is coupled to the state of the acceptor sequence upon fusion, such 
that a change in state in either the insertion sequence or acceptor sequence will result 
in a change in state of the respective other portion of the fusion. As discussed, a 
"state" can be a conformation; binding affinity; ability or latent ability to catalyze a 
substrate; ability or latent ability to emit light; ability or latent ability to transfer 
10 electrons; ability or latent ability to withstand degradation (e.g., by a protease or 

nuclease); ability or latent ability to modulate transcription; ability or latent ability to 
modulate translation; ability or latent ability to modulate replication; ability or latent 
ability to initiate or mediate recombination or supercoiling; or otherwise perform a 
function; and the like. 

15 

Preferably, the change in state is triggered by a signal to which the fusion 
molecule is exposed, e.g., such as the presence, absence, or amount of a small 
molecule, ligand, metabolite, ion, organelle, cell membrane, cell, organism (e.g., such 
as a pathogen), temperature change, pressure change, and the like, to which the fusion 

20 molecule binds; a change in a condition, such as pH, or a change in the chemical, 

optical, electrical, or magnetic environment of the fusion molecule. In one aspect, a 
fusion molecule functions as an ON/OFF switch in response to a signal (e.g., 
changing from one state to another). For example, when an insertion sequence or 
acceptor sequence of the fusion molecule binds to a ligand, the respective other half 

25 of the fusion may change state (e.g., change conformation, bind to a molecule, release 
a molecule to which it is bound, catalyze a substrate or stop catalyzing a substrate, 
emit light or stop emitting light, transfer electrons or stop transferring electrons, 
activate or inhibit transcription, translation, replication, etc.). 

Some fusion molecules according to the invention also can be used to generate 
30 graded responses. In this scenario, a fusion molecule can switch from a series of 

states (e.g., more than two different types of conformations, levels of activity, degrees 
of binding, levels of light transmission, electron transfer, transcription, translation, 
replication, etc.). Preferably, the difference in state is one which can be distinguished 
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readily from other states (e.g., there is a significant measurable difference between 
one state and any other state, as determined using assays appropriate for measuring 
that state). 

More generally, a molecular switch can generate a measurable change in state 
5 in response to a signal. For example, a molecular switch can comprise a plurality of 
fusion molecules each responsive to a signal and for mediating a function in response 
to a change in state of at least a portion of the molecule. As above, preferably, this 
change of state occurs in response to a change in the state of another portion of the 
molecule. 

10 While the states of individual fusion molecules in the population may be ON 

or OFF, the aggregate population of molecules may not be able to mediate the 
function unless a threshold number of molecules switch states. Thus, the "state" of 
the population of molecules may be somewhere in between ON or OFF, depending on 
the number of molecules which have switched states. This provides an ability to more 

1 5 precisely tune a molecular response to a signal by selecting for molecules which 
respond to a range of signals and modifying the population of fusion molecules to 
provide selected numbers of fusion molecules, providing an aggregate switch which 
can respond to a narrow range or wider range of signal as desired. Thus, in one 
aspect, a heterogeneous population of fusion molecules is provided comprising 

20 members which respond to different levels or ranges of signals. Individual fusion 
molecules also may exist in states intermediate between ON or OFF; e.g., having a 
given level of activity, ability to bind to a molecule in one state and a measurably 
higher or lower level of activity, ability to bind, etc., in a different state. 

Insertion Sequences 

25 The size of the insertion in the fusion protein will vary depending on the size 

of insertion sequence required to confer a particular state on the insertion sequence 
without significantly disrupting the ability of the acceptor molecule into which it is 
inserted to change state. Preferably, the effect of the insertion is to couple the change 
in state of the acceptor molecule to a change in state of the insertion molecule, or vice 

30 versa. 
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Generally, for polypeptide insertions, the size of the insertion sequence can 
range from about two amino acids to at least about 1000, for example at least about 
900, 800, 700, 600, 500, 400, 300, 200, 100, or fewer amino acids. In one aspect, the 
insertion comprises a domain sequence with a known characterized activity (e.g., a 
5 portion of a protein in which bioactivity resides); however, in other aspects, the 
insertion sequence comprises sequences up to an entire protein sequence. 

Acceptor Sequences 

Generally, there are no constraints on the size or type of acceptor sequence 
which can be used. However, in one aspect, an acceptor sequence is a polypeptide 
10 whose state resides in a discontinuous domain of a protein (e.g., the amino acids 

involved in conferring the state/activity of the acceptor sequence are not necessarily 
contiguous in the primary polypeptide sequence) (see, e.g., as described in Russell 
and Ponting, 1998, Cum Opin. Struct. Biol 8: 364-371, and Jones, et al., 1998, 
Protein Set 7: 233-42). 

15 Suitable polypeptides for acceptor molecules can be identified using domain 

assignment algorithms such as are known in the art (e.g., such as the PUU, 
DETECTIVE, DOMAK, and DomainParser, programs). For example, a consensus 
approach may be used as described in Jones, et al., (1998). Information also can be 
obtained from a number of molecular modeling databases such as the web-based NIH 

20 Molecular Modeling Homepage, or the 3Dee Database described by Dengler, et al., 
2001, Proteins 42(3) : 332-44. However, the most important criterion for selecting a 
sequence is its function, e.g., the desired state parameters of the fusion molecule. 

However, in a further aspect, no pre-screening is done and an acceptor 
sequence is selected simply on the basis of a desired activity. The power of the 
25 methods according to the invention is that they rely on combinatorial screening to 
identify any, and preferably, all, combinations of insertions that produce a desired 
coupling in states of acceptor and insertion molecules. 

Domain Sequences in Fusion Proteins 

In one aspect, the insertion sequence or acceptor sequence comprises a 
30 "domain" sequence having a known state. Domains can be minimal sequences, such 
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as are known in the art, which are associated with a particular known state, or can be 
an entire protein comprising the domain or a functional fragment thereof. 

The insertion and acceptor sequences can be selected from any of the domain 
sequences described below and can be of like kind (e.g., both catalytic sites, both 
5 binding domains, both light emitting domains) or of different kind (e.g., a catalytic 
site and a binding site, as shown for example in Figure 6B, a binding site and a light 
emitting domain; etc.). The domain sequences can be the minimal sequences required 
to confer a state or activity or can comprise additional sequences. Other insertion and 
acceptor sequences can be derived from known domain sequences or from newly 
10 identified sequences. Such sequences are also encompassed within the scope of the 
instant invention. 

Minimal domain sequences can be defined by site-directed mutagenesis of a 
sequence having a desired state to determine the minimum amino acids necessary to 
confer the existence of the state under the appropriate conditions (e.g., such as a 

1 5 minimal binding site sequence or a minimum sequence necessary for catalysis, light 
emission, etc.). As discussed above, minimal domain sequences also can be defined 
virtually, using algorithms to identify consensus sequences or areas of likely protein 
folding. Once a domain sequence has been identified, it can be modified to include 
additional sequences, as well as insertions, deletions, and substitutions of amino acids 

20 so long as they do not substantially affect the state of the domain sequence. While 
domain sequences can be obtained using nucleic acids encoding appropriate 
fragments of polypeptides, they also can be synthesized, for example, based on a 
predicted consensus sequence for a class of molecules which is associated with a 
particular state. However, as discussed above, in some cases it may be desirable to 

25 provide the domain sequence in the form of a native protein comprising the domain. 

Suitable domain sequences include extracellular domains which are portions 
of proteins normally found outside of the plasma membrane of a cell. Preferably, 
such domains bind to bio-effective molecules. For example, an extracellular domain 
can include the extracytoplasmic portion of a transmembrane protein, a secreted 
30 protein, a cell surface targeting protein, a cell adhesion molecule, and the like. In one 
aspect, an extracellular domain is a clustering domain, which, upon activation by a 
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bio-effective molecule will dimerize or oligomerize with other molecules comprising 
extracellular domains. 

Intracellular domains also can serve as insertion sequences or acceptor 
sequences. As used herein, "an intracellular domain" refers to a portion of a protein 
5 which generally resides inside of a cell with respect to the cellular membrane. In one 
aspect, an intracellular domain is one which transduces an extracellular signal into an 
intracellular response. For example, an intracellular domain can comprise a 
proliferation domain which signals a cell to enter mitosis (e.g., such as domains from 
Jak kinase polypeptides, 11-2 receptor p and/or gamma chains, and the like). Other 
10 transducer sequences include sequences from the zeta chain of the T cell receptor or 
any of its homologs (e.g., the eta chain, Fc epsilon Rl- gamma and - 62 chains, MB1 
chain, B29 chain, and the like), CD3 polypeptides (gamma, beta and epsilon ), syk 
family tyrosine kinases (Syk, ZAP 70, and the like), and src family tyrosine kinases 
(Lck, Fyn, Lyn, and the like). 

15 A transmembrane domain also can be used as an insertion sequence or 

acceptor sequence. Preferably, a transmembrane domain is able to cross the plasma 
membrane and can, optionally, transduce an extracellular signal into an intracellular 
response. Preferred transmembrane sequences include, but are not limited to, 
sequences derived from CD8, ICAM-2, IL-8R, CD4, LFA-1, and the like. 

20 Transmembrane sequences also can include GPI anchors, e.g., such as the 

DAF sequence (PNKGSGTTSGTTRLLSGHTCFTLTGLLGTLVTMGLLT) (SEQ ID 
NO: 2) (see, e.g., Homans, et al., 1988, Nature 333(61 70) : 269-72; Moran, et al., 
1991, J. Biol. Chem. 266 : 1250); myristylation sequences (e.g., such as the src 
sequence MGSSKSKPKDPSQR) (SEQ ID NO: 3) (see Cross, et al., 1984, Mol Cell 

25 Biol 4{9}: 1834; Spencer, et al., 1993, Science 262: 1019-1024); and palmitoylation 
sequences (e.g., such as the GRK6 sequence LLQRLFSRQDCCGNCSDSEEELPTR) 
(SEQ ID NO: 4). 

Either the insertion sequence or the acceptor sequence can be a localization 
sequence for localizing a molecule comprising the sequence intracellularly. In one 
30 aspect, the localization sequence is a nuclear localization sequence. Generally, a 
nuclear localization sequence is a short, basic sequence that serves to direct a 
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polypeptide in which it occurs to a cell's nucleus (Laskey, 1986, Ann. Rev. Cell Biol. 
2:367-390; Bonnerot, et al., 1987, Proc. Natl. Acad. Sci. USA 84: 6795-6799; Galileo, 
et al., 1990, Proc. Natl. Acad. Sci. USA 87: 458-462, 1990). Suitable nuclear 
localization sequences include, but are not limited to, the SV40 (monkey virus) large 
5 T Antigen sequence (PKKKKKV) (SEQ ID NO: 5) (see, e.g., Kalderon, 1984, et al., 
Cell 39: 499-509); the human retinoic acid receptor nuclear localization signal 
(ARRRRP) (SEQ ID NO: 6); NF Kp p50 sequence (EEVQRKRQKL) (SEQ ID NO: 
7) (Ghosh et al., 1990, Cell 62: 1019); the NF kB p65 sequence (EEKRKRTYE) 
(SEQ ID NO: 8) (Nolan et al., 1991, Cell 64: 961); and nucleoplasm^ (Ala Val Lys 
10 Arg PAATLKKAGQAKKKKLD) (SEQ ID NO: 9) (Dingwall, et al., 1982, Cell 
50:449-458). 

The localization sequence can comprise a signaling sequence for inserting at 
least a portion of the fusion molecule into the cell membrane. Suitable signal 
sequences include residues 1-26 of the IL-2 receptor beta-chain (see, Hatakeyama et 
15 al., 1989, Science 244: 551; von Heijne et al, 1988, Eur. J. Biochem. 174: 671); 

residues 1-27 of the insulin receptor p chain (see, Hatakeyama, et al., 1989, supra); 
residuesl-32 of CD8 (Nakauchi, et al., 1985, PNAS USA 82: 5126) and residues 1-21 
of ICAM-2 (Staunton, et al., 1989, Nature (London) 339: 61). 

The localization sequence also can comprise a lysozomal targeting sequence, 
20 including, for example, a lysosomal degradation sequence such as Lamp-2 (KFERQ) 
(SEQ ID NO: 10) (see, e.g., Dice, 1992, Ann. NY. Acad. Sci. 674: 58); a lysosomal 
membrane sequence from Lamp-1 

(MLIPIAGFFALAGLVLrVLIAYLIGRKRSHAGYQTI) (SEQ ID NO: 1 1) (see, e.g., 
Uthayakumar, et al., 1995, Cell. Mol. Biol. Res. 41: 405) or Lamp-2 
25 (LVPIAVGAALAGVLILVLLAYFIGLKHHHAGYEQF) (SEQ ID NO: 1 2) (see, 
e.g., Konecki et al., 1994, Biochem. Biophys. Res. Comm. 205: 1-5). 

Alternatively, the localization sequence can comprise a mitrochondrial 
localization sequence, including, but not limited to: mitochondrial matrix sequences, 
such as the MLRTSSLFTRRVQPSLFSRNILRLQST (SEQ ID NO: 13) of yeast 
30 alcohol dehydrogenase III (Schatz, 1987, Eur. J. Biochem. 755:1-6); mitochondrial 
inner membrane sequences, such as the MLSLRQSIRFFKPATRTLCSSRYLL (SEQ 
ID NO: 14) sequence of yeast cytochrome c oxidase subunit IV (Schatz, 1987, supra); 
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mitochondrial intermembrane space sequences, such as the 

MFSMLSKRWAQRTLSKSFYSTATGAASKSGKLTQKLVTAGVAAAGITASTLL 
YADSLTAEAMTA (SEQ ID NO: 15) sequence of yeast cytochrome cl (Schatz, 
1987, supra); or mitochondrial outer membrane sequences, such as the 
5 MKSFITRNKTAILATVAATGTAIGAYYYYNQLQQQQQRGKK (SEQ ID NO: 
16) sequence of yeast 70 kD outer membrane protein (see, e.g., Schatz, supra). 

Other suitable localization sequences include endoplasmic reticulum 
localizing sequences, such as KDEL (SEQ ID NO: 17) from calreticulin (e.g., 
Pelham, 1992, Royal Society London Transactions B: 1-10) or the adenovirus E3/19K 
10 protein sequence LYLSRRSFIDEKKMP (SEQ ID NO: 18) (Jackson et al., 1990, 
EMBOJ. 9: 3153); and peroxisome targeting sequences, such as the peroxisome 
matrix sequence (SKL) from Luciferase (Keller et al., 1987, Proc. Natl. Acad. Sci. 
USA 4: 3264). 

In another aspect, the insertion sequence or acceptor sequence comprises a 
15 secretory signal sequence capable of effecting the secretion of the fusion molecule 

from a cell (see, e.g., Silhavy, et al., 1985, Microbiol Rev. 49: 398-418). This may be 
useful for generating a switch molecule which can affect the activity of a cell other 
than a host cell in which it is expressed. Suitable secretory sequences, include, but are 
not limited to the MYRMQLLSCIALSLALVTNS (SEQ ID NO: 19) sequence of IL-2 
20 (Villinger, et al., 1995, J. Immunol. 755: 3946); the 

MATGSRTSLLLAFGLLCLPWLQEGSAFPT (SEQ ID NO: 20) sequence of growth 
hormone (Roskam et al., 1979, Nucleic Acids Res. 7: 30); the 
MALWMRLLPLLALLALWGPDPAAAFVN (SEQ ID NO: 21) sequence of 
preproinsulin (Bell, et al., 1980, Nature 284 : 26); the influenza HA protein sequence, 
25 MKAKLLVLLYAFVAGDQI (SEQ ID NO: 22) (Sekiwawa, et al., Proc. Natl Acad. 
Sci. USA 80: 3563); or the signal leader sequence from the secreted cytokine IL4, 
MGLTSQLLPPLFFLLACAGNFVHG (SEQ ID NO: 23). 

In a further aspect, the insertion sequence or acceptor sequence comprises a 
domain for binding a nucleic acid. The domain can comprise a DNA binding 
30 polypeptide or active fragment thereof from a prokaryote or eukaryote. For example, 
the domain can comprise a polypeptide sequence from a prokaryotic DNA binding 
protein such as gp 32; a domain from a viral protein, such as the papilloma virus E2 
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protein; or a domain from a eukaryotic protein, such as p53, Jun, Fos, GCN4, or 
GAL4. Novel DNA binding proteins also can be generated by mutagenic techniques 
(see, e.g., as described in U.S. Patent No. 5,198,346). 

The insertion sequence or acceptor sequence also can comprise the Ca 2+ 
5 binding domain of a Ca 2+ binding protein such as calmodulin, parvalbumin, troponin, 
annexin, and myosin or the ligand domain of a binding protein such as avidin, 
concanavalin A, ferritin, fibronectin, an immunoglobulin, a T cell receptor, an MHC 
Class I or Class II molecule, a lipid binding protein, a metal binding protein, a 
chaperone, a G-protein coupled receptor, and the like. 

10 In addition, the insertion or acceptor sequence can comprise the transport 

domain of a transport protein such as hemerythrin, hemocyanin, hemoglobin, 
myoglobin, transferrin, lactoferrin, ovotransferrin, maltose binding protein and 
transthyretrin. 

In another aspect, the insertion or acceptor sequence can comprise the active 
15 domain of a blood coagulation protein (e.g., a domain which mediates blood clotting). 
Exemplary blood clotting proteins include, but are not limited to: decorsin, factor IX, 
factor X, kallikrein, plasmin/plasminogen, protein C, thrombin/prothrombin, and 
tissue-type plasminogen activator. 

In still another aspect, the insertion or acceptor sequence can comprise the 
20 active domain of an electron transport protein (e.g., a domain which confers electron 
transport activity on a protein). Electron transport proteins include, but are not 
limited to, amicyanin, azurin, a cytochrome protein, ferrodoxin, flavodoxin, 
glutaredoxin, methylamine dehydrogenase, plastocyanin, rubredoxin, and thioredoxin. 

In a further aspect, the insertion sequence or acceptor sequence comprises the 

25 catalytic and/or substrate binding site of an enzyme. Suitable enzymes from which 

such sites are selected include: a p-lactamase; an acetylcholinesterase; an amylase; a 

barnase; a deaminase; a kinase (e.g., such as a tyrosine kinase or serine kinase); a 

phosphatase; an endonuclease; an exonuclease; an esterase; an enzyme involved in a 

metabolic pathway (e.g., fructose- 1,6-bisphosphatase); a glycosidase; a heat shock 

30 protein; a lipase; a lysozyme; a neuramidase/sialidase; a phospholipase; a 

phosphorylase; a pyrophosphatase; a ribonuclease; a thiolase; a polymerase; an 
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isomerase (such as a mutase; triosephosphate isomerase, xylose isomerase, 
topoisomerase, gyrase); a lyase (such as aconitase, carbonic anhydrase, pyruvate 
decarboxylase); an oxidoreductase (such as alcohol dehydrogenase, aldose reductase, 
a catalase, cytochrome C, a peroxidase, a cytochrome p450, a dehydrogenase, a 
5 dihydrofolate reductase, a glyceraldehydes-3-phosphate dehydrogenase, a 

hydroxybenzoate hydroxylase, a lactate dehydrogenase, a peroxidase, a superoxide 
dismutase, a protease (such as actinidin, a-lytic protease, aminopeptidase, 
carboxypeptidase, chymosin, chymotrypsin, elastase, endopeptidase, endothiapepsin, 
HIV protease, Hannuka factor, papain, pepsin, rennin, substilisin, thermolysin, 

10 thermitase, and trypsin), a transferase (such as acetyltransferase, aminotransferase, 
carbamoyltransferase, dihyrolipoamide acetyltransferase, dihydrolipoyl 
transacetylase, dihydrolipoamide succinyltransferase, a nucleotidyl transferase, a 
DNA methyltransferase, a formyltransferase, a glycosyltransferase, a 
phosphotransferase, a phosphoribosyltransferase), a dehalogenase, a racemase, and 

15 the like. 

The catalytic domain also can be a rhodanese homology domain such as forms 
the active site in various phosphatases and transferases (e.g., such as found in the 
Cdc25 family of protein dual specificity phosphatases, the MKP1/PAC1 family of 
MAP-kinase phosphatases, the Pypl/Pyp2 family of MAP-kinase phosphatases, and 
20 certain ubiquitin hydrolases) (see, e.g., Hofmann, et al., 1998, J. Mol Biol 282: 195- 
208). 

Still other domains can include toxins such as cardiotoxin, conotoxin, 
erabutoxin, momorcharin, momordin, and ricin. 

Other domains include, but are not limited to, signaling domains such as the 
25 FHA domain, found in protein kinases and transcription factors such as fork head, 
DUN1, RAD53, SPK1, cdsl, MEK1, KAPP, NEPP1, Ki-67, fraH, and KIAA0170 
(see, e.g., Hofmann and Bucher, 1995, Trends Biochem. Set 20: 347-349); the death 
domain, a heterodimerization domain present in proteins involved in apoptotic signal 
transduction and the NFkp pathway (such as TNFR1, FAS/APOl, NGFR, 
30 MORT 1 /F ADD, TRADD, RIP, ankyrin, MyD88, unc-5, unc-44, DAP-kinase, Rb- 
binding p84, pelle, NFkB, and tube polypeptides) (see, e.g., Hofmann and Tschopp, 
1995, FEBS Lett. 371_: 321-323); and the G-protein desensitization domain (found in 
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ARK1, GRK, G-protein coupled receptor kinases, egl-10, GAIP, BL34 SST2, flbA, 
RGP3, RGP4Human G0/G1 switch regulatory protein 8, Human B-cell activation 
protein BL34, and G-protein coupled receptor kinases) (see, e.g., Hofmann and 
Bucher, "Conserved Sequence Domains in Cell Cycle Regulatory Proteins", abstract 
5 presented at the joint ISREC/AACR meeting "Cancer and the Cell cycle", January 
1996 in Lausanne). 

In one aspect, either the insertion or the acceptor sequence is a light-emitting 
polypeptide domain such as one obtained from a Green Fluorescent Protein, or 
modified, or mutant form thereof (collectively referred to as a "GFP"). The wild-type 

10 GFP is 238 amino acids in length (Prasher, et al., 1992, Gene 111(2) : 229-233; Cody 
et al., Biochem. 32ffl :1212-1218 (1993); Ormo, et al, 1996, Science 273: 1392-1395; 
and Yang, et al., 1996, Nat. Biotech. 14: 1246-1251). Modified forms are described 
in WO 98/06737 and U.S. Patent No. 5,777,079. GFP deletion mutants also can be 
made. For example, at the N-terminus, it is known that only the first amino acid of 

15 the protein may be deleted without loss of fluorescence, while at the C-terminus, up to 
7 residues can be deleted without loss of fluorescence (see, e.g., Phillips, et al., 1997, 
Current Opin. Structural BioL 7: 821). 

The insertion sequence or acceptor sequence additionally can comprise the 
light-reactive portion of a photoreceptor such as bacteriochlorophyll-A, 
20 bacteriorhodopsin, photoactive yellow protein, phycocyanin, and rhodopsin. 

Additional domain sequences include ligand-binding domains of ligand- 
binding proteins. Such proteins include, but not limited to: biotin-binding proteins, 
lipid-binding proteins, periplasmic binding proteins (e.g., maltose binding protein), 
lectins, serum albumins, immunoglobulins, T cell receptors, inactivated enzymes, 
25 pheromone-binding proteins, odorant-binding proteins, immunosuppressant-binding 
proteins (e.g., immunophilins such as cyclophilins and FK506-binding proteins), 
phosphate-binding proteins, sulfate-binding proteins, and the like. Additional binding 
proteins are described in De Wolf and Brett, 2000, Pharmacological Reviews 52(2) : 
207-236.] 
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The domain sequences of the proteins described above are known in the art 
and can be obtained from a database such as available at the NIH Molecular Modeling 
Homepage. 

Additional Sequences in Fusion Proteins 

5 Fusion molecules can further comprise domain sequences, as described above, 

in addition to insertion and acceptor sequences. Such domains can comprise states 
which may or may not be coupled with the states of the other portions of the fusion 
molecule. 

Additional sequences also can be included as part of the fusion molecule 
10 which do not alter substantially the states of the insertion sequence or acceptor 

sequence portion of the fusion molecule. For example, affinity tag sequences can be 
provided to facilitate the purification or isolation of the fusion molecule. Thus, His6 
tags can be employed (for use with nickel-based affinity columns), as well as epitope 
tags (e.g., for detection, immunoprecipitation, or FACS analysis), such as myc, BSP 
1 5 biotinylation target sequences of the bacterial enzyme BirA, flu tags, lacZ, GST, and 
Strep tags I and II. Nucleic acids encoding such tag molecules are commercially 
available. 

Stability sequences can be added to the fusion molecule to protect the 
molecule from degradation (e.g., by a protease). Suitable stability sequences include, 
20 but are not limited to, glycine molecules incorporated after the initiation methionine 
(e.g., MG or MGG) to protect the fusion molecule from ubiquitination; two prolines 
incorporated at the C-terminus (conferring protection against carboxypeptidase 
action), and the like. 

In some aspects, the fusion molecule can include a linking or tethering 
25 sequence between insertion and acceptor sequences or between insertion or acceptor 
sequences and other domain sequences. For example, useful linkers include glycine 
polymers, glycine-serine polymers, glycine-alanine polymers, alanine-serine 
polymers, alanine polymers, and other flexible linkers as are known in the art (see, 
e.g., Huston, et al., 1988, Proc. Natl Acad. Set USA 85: 4879; U.S. Patent No. 
30 5,091,513). 
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These additional sequences can be included to optimize the properties of the 
fusion molecules described herein. 

Exemplary Fusion Molecules 

Exemplary fusion molecules according to the invention are described herein 
5 and illustrated schematically in FIGS. 5A-G. Methods of using these fusion 

molecules as molecular switches in cells are further described infra. It should be 
apparent to those of skill in the art that these are merely examples of combinations of 
insertion and acceptor sequences that can be used to form a molecular switch, and are 
not intended to be limiting. 

10 In one aspect, the invention provides a fusion protein comprising an insertion 

sequence and an acceptor sequence, wherein either the inserted sequence or the 
acceptor sequence binds to a DNA molecule, and wherein DNA binding activity is 
coupled to the response of the respective other sequence of the fusion molecule to a 
signal. (FIG. 5A.) 

15 In a further aspect, the fusion molecule comprises a molecular switch for 

controlling a cellular pathway. The fusion molecule comprises an insertion sequence 
and an acceptor sequence and the states of the insertion sequence and acceptor 
sequence are coupled, such that the state of either the insertion sequence or the 
acceptor sequence modulates the activity or expression of a molecular pathway 

20 molecule in a cell. Preferably, modulation of activity or expression occurs when the 
respective other portion of the fusion molecule responds to a signal, e.g., binds to an 
exogenous or endogenous binding molecule (e.g., ligands, small molecules, ions, 
metabolites, and the like), responds to electrical or chemical properties of a cell, or 
responds to the optical environment in which a cell is found (e.g., responding to the 

25 presence or absence of a particular wavelength(s) of light) (FIG. 5B). 

The fusion molecule also can comprise an insertion sequence and acceptor 

sequence, wherein either the inserted sequence or the acceptor sequence associates 

with a bio-effective molecule, and disassociates from the bio-effective molecule, 

when the respective other sequence of the fusion binds to a cellular marker of a 

30 pathological condition (FIG. 5C). Such markers can comprise polypeptides, nucleic 

acids, glycoproteins, lipids, carbohydrates, small molecules, metabolites, pH, ions and 
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the like. Examples of cellular markers of pathological conditions include, but are not 
limited to cancer-specific or tumor-specific antigens, pathogen-encoded polypeptides 
(e.g., viral-, bacterial-, protist-, and parasite-encoded polypeptides) as are known in 
the art. 

5 In another aspect, the insertion sequence or the acceptor sequence localizes the 

fusion molecule intracellularly. Preferably, intracellular localization is coupled to the 
binding of the fusion molecule to a bio-effective molecule (FIG. 5D). 

In still another aspect, the fusion molecule is capable of switching from a non- 
toxic state to a toxic state. Either the insertion sequence or acceptor sequence may 
10 bind to a cellular marker of a pathology (e.g., such as a tumor antigen). Binding of 

the marker to the fusion protein switches the fusion protein from a non-toxic state or a 
less toxic state to a toxic state. Similarly, a marker of a healthy cell could be used as a 
trigger to switch a fusion molecule from a toxic state to a non-toxic state, or to a less 
toxic state (FIG. 5E). 

15 In yet a further aspect, the fusion molecule can affect a metabolic state in a 

cell. Either the insertion sequence or the acceptor sequence may bind to an effector 
molecule. Binding of the effector molecule to the fusion protein triggers enzymatic 
activity by the enzyme. (See FIG. 5F and Examples, infra.) 

The invention also provides a sensor molecule comprising an insertion 
20 sequence and an acceptor sequence, wherein either the insertion sequence or the 
acceptor sequence binds to a target molecule and wherein the respective other 
sequence generates a signal in response to binding (FIG. 5G). 

Methods of Using Molecular Switches 

In one aspect, the invention provides a method for using a molecular switch to 
25 modulate a cellular activity. The cellular activity can include an enzyme activity, the 
activity of one or more cellular pathway molecules, the transduction of a signal, and 
the like. Modulation may direct, e.g., the switch itself may alter the activity, or 
indirect, e.g., the switch may function by delivering a bio-effective molecule to the 
cell which itself modulates the activity. Modulation can occur in vitro (e.g., in cell 
30 culture or in a cell extract) or in vivo (e.g., such as in a transgenic organism). 
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Molecular switches comprising fusion polypeptides also can be administered to a cell 
by delivering such molecules systemically (e.g., through intravenous, intramuscular, 
or intraperitoneal injections, or through oral administration of either the polypeptides 
themselves or nucleic acids encoding the polypeptides) or locally (e.g., via injection 
5 into a tumor or into an open surgical field, or through a catheter or other medical 
access device, or via topical administration). 

In one aspect, molecular switches are used to conditionally modulate an 
enzymatic activity in a cell. For example, a switch molecule can be introduced into a 
cell that comprises an insertion sequence or acceptor sequence which provides the 

10 enzymatic activity. Catalysis by the insertion or acceptor sequence is coupled to the 
response of the respective other portion of the fusion molecule to a signal, such as 
binding of the other portion to a molecule (e.g., such as an agent administered to the 
cell or a naturally occurring small molecule), exposure of the cell to particular 
chemical conditions (e.g., such as pH), electrical conditions (e.g., potential 

15 differences), optical conditions (e.g., exposure of the cell to light of specific 
wavelengths), magnetic conditions and the like. 

In another aspect, a molecular switch is provided which modulates the activity 
or expression of a molecular pathway molecule in a cell. Figure 5B shows an 
example of a switch molecule comprising a pathway molecule which is conditionally 
20 active in the presence of a signal (schematically illustrated as in the Figure). The 
switch molecule is used to alter a cell signaling pathway, e.g., altering the expression 
and/or activity of downstream pathway molecules (turning such molecules ON or 
OFF, or altering the level of expression and/or activity of such molecules). In doing 
so, the switch molecule can be used to regulate the fate of one or more cells. 

25 Similarly, the molecular switches according to the invention can be used to 

control metabolic pathways, e.g., providing a fusion molecule which provides an 
enzymatic activity coupled to the binding of a small molecule, or response to some 
other signal (as shown in Figure 5F). Preferably, modulation of the enzyme activity 
in response to the signal, in turn, modulates the expression and/or activity of 

30 molecules downstream in the metabolic pathway. 
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More preferably, the states of the fusion molecules are coupled to a signal, 
such as the presence of an exogenous or endogenous binding molecules to which 
either the insertion sequence or acceptor sequence binds. The ability of the fusion 
molecule to control a pathway can be monitored by examining the expression and/or 
5 activity of pathway molecules which act downstream of a pathway molecule whose 
expression and/or activity is being modulated/controlled by the fusion molecule. 
Preferably, control of the pathway is coupled to the presence of the signal, e.g., 
binding of the fusion molecule to the exogenous or endogenous binding molecule, the 
presence of particular electrical or chemical properties of a cell, the presence or 
10 absence of particular wavelength(s) of light, and the like. 

Pathways of interest include the phosphatidylinositol-specific phospholipase 
pathway, which is normally involved with hydrolysis of phosphatidylinositol-4,5- 
bisphosphate and which results in production of the secondary messengers inositol- 
1 ,4,5-trisphosphate and diacylglycerol. Other pathways include, but are not limited 
15 to: a kinase pathway, a pathway involving a G protein coupled receptor, a 

glucerebrosidase-mediated pathway, a cylin pathway, an anaerobic or aerobic 
metabolic pathway, a blood clotting pathway, and the like. 

In still another aspect, a fusion molecule is provided which delivers a bio- 
effective molecule (e.g., a drug, therapeutic agent, diagnostic or imaging agent, and 

20 the like) to a cell. In one scenario, shown in Figure 5C, the fusion molecule 
comprises an insertion or acceptor sequence which binds to the bio-effective 
molecule, while the respective other portion of the fusion binds to a cellular marker 
that is a signature of a pathology, e.g., a small molecule, polypeptide, nucleic acid, 
metabolite, whose expression (presence or level) is associated with the pathology. 

25 Preferably, the fusion molecule releases the bio-effective molecule only in the 
presence of the marker of the pathology. 

Figure 5D shows an alternative method of transporting a bio-effective 
molecule. In this aspect, the insertion sequence or acceptor sequence comprises a 
transport sequence for transporting a bio-effective molecule bound to the fusion 
30 molecule intracellularly. Preferably, the insertion sequence and acceptor sequence are 
functionally coupled such that a conformational change in the transport sequence is 
coupled to intracellular release of the bio-effective agent. Successful delivery can be 
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monitored by measuring the effect of the bio-effective agent (e.g., its ability to 
mediate a drug action or therapeutic effect, or to image a cell). More preferably, the 
conformation change occurs upon response of the respective other portion of the 
fusion to a signal (indicated schematically in the Figure as "□"), enabling conditional 
5 intracellular transport of the bio-effective molecule. When the bio-effective agent is 
delivered to one or more cells in an organism, the effect of the agent on the 
physiological responses of the organism can be monitored, e.g., by observing clinical 
or therapeutic endpoints as is routine in the art. Where the bio-effective molecule is 
an imaging molecule, the localization of the bio-effective molecule in the organism 
10 can be monitored by MRI, X-ray, angiography, and the like. 

In still another aspect, the invention provides a method for killing undesired 
cells, such as abnormally proliferating cells, e.g., cancer cells (FIG. 5E). For 
example, a fusion protein comprising a conditionally toxic molecule which targets to 
a cell having a pathology can be administered to a cell (or an organism comprising the 

15 cell). Preferably, the toxic state of the fusion protein is coupled to the response of the 
fusion protein to a signal, such as exposure to a marker of a pathology, causing the 
fusion protein to switch from a non-toxic state to a toxic state when it encounters the 
cell comprising the pathology. In one aspect, the change in state from a toxic to a 
non-toxic or less toxic molecule is coupled to binding of the fusion protein to the 

20 marker of the pathology. 

In a further aspect, a fusion molecule is provided for regulating an activity of a 
nucleic acid regulatory sequence in vitro or in vivo. Activities which can be regulated 
include transcription, translation, replication, recombination, supercoiling, and the 
like (FIG. 5 A). Preferably, fusion molecules are selected in which binding of the 

25 insertion sequence or acceptor sequence of the fusion molecule to the nucleic acid 

regulatory sequence is coupled to the response of the respective other sequence of the 
fusion molecule to a signal. Such fusion molecules can be used to create cells with 
conditional knockouts or knock-ins of a gene product whose expression is mediated 
by the activity of the nucleic acid regulatory sequence to which the fusion molecule 

30 binds, e.g., by providing or withdrawing the signal as appropriate. In one aspect, the 
signal is a drug or therapeutic agent. In another aspect, the signal is a change in pH, a 
change in cellular potential, or a change in exposure of a cell (and/or organism) to 
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light. For example, a probe for delivering particular wavelengths of light can be used 
to provide a highly localized signal to a cell expressing a fusion molecule in vivo. 

In still a further aspect, the fusion molecules according to the invention 
comprise sensor molecules that can be used to detect target analytes in vitro or in vivo 
5 (FIG. 5G). Target analytes include, but are not limited to: small molecules, 

metabolites, lipids, glycoproteins, carbohydrates, amino acids, peptides, polypeptides, 
proteins, antigens, nucleotides, nucleic acids, cells, cell organelles, and small 
organisms (e.g., microorganisms such as bacteria, yeast, protests, and the like). 

The fusion molecule can be exposed to a target molecule in solution or stably 
10 associated with a solid support that can be exposed to a sample suspected of 

containing the target molecule. Alternatively, the fusion molecule can be expressed in 
a cell, i.e., for detecting intracellular or extracellular targets (for example, where the 
fusion molecule comprises an extracellular binding domain). Analyte present in the 
sample will bind to the fusion molecule, triggering production of a signal by the 
15 signaling portion of the molecule. Suitable signaling molecules from which this 
portion can be obtained include molecules capable of emitting light, e.g., such as 
GFP, or modified, or mutant forms thereof (e.g., EGFP, YFP, CFP, EYFP, ECFP, 
BFP, and the like). Other signaling molecules include electron transferring domains 
(e.g., such that the electrical characteristics of the fusion molecule can be monitored 
20 to provide a measure of target analyte), binding domains (e.g., domains capable of 
binding to a labeled molecule), and catalytic domains (e.g., P-lactamase, luciferase, 
alkaline phosphatase, and the like). 

Signaling molecules which comprise catalytic domains can be detected by 
monitoring changes in the level of a fluorescent substrate. For example, when the 
25 catalytic domain is obtained from P-lactamase, fluorescent substrates such as 

CCF2/FA and CCF2/AM can be used(see, e.g., Zlokarnik, et al., Science 279: 84-88 
(1998)). 

In a further aspect, the invention provides a method for modulating a cellular 
response by conditionally providing a pair of fusion polypeptides to a cell to mediate 
30 the response. For example, the pair of fusion polypeptides can comprise a binding 
activity, an enzymatic activity, a signaling activity, a metabolic activity, and the like. 
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In one aspect, the pair of fusion polypeptides modulate transcription, translation, or 
replication of the cell and/or alters a cellular phenotype in response to a signal 

Host Cells For Expressing Fusion Molecules 

Fusion molecules according to the invention can be expressed in a variety of 
5 host cells, including, but not limited to: prokaryotic cells (e.g., E, coli t Staphylococcus 
sp. f Bacillus sp.); yeast cells (e.g., Saccharomyces sp.); insect cells; nematode cells; 
plant cells; amphibian cells (e.g., Xenopus); fish cells (e.g., zebrafish cells); avian 
cells; and mammalian cells (e.g., human cells, mouse cells, mammalian cell lines, 
primary cultured mammalian cells, such as from dissected tissues). 

10 The molecules can be expressed in host cells isolated from an organism, host 

cells which are part of an organism, or host cells which are introduced into an 
organism. In one aspect, fusion molecules are expressed in host cells in vitro, e.g., in 
culture. In another aspect, fusion molecules are expressed in a transgenic organism 
(e.g., a transgenic mouse, rat, rabbit, pig, primate, etc.) that comprises somatic and/or 

15 germline cells comprising nucleic acids encoding the fusion molecules. 

Fusion molecule also can be introduced into cells in vitro, and the cells (e.g., 
such as stem cells, hematopoietic cells, lymphocytes, and the like) can be introduced 
into the host organism. The cells may be heterologous or autologous with respect to 
the host organism. For example, cells can be obtained from the host organism, fusion 
20 molecules introduced into the cells in vitro, and then reintroduced into the host 
organism. 

Examples 

The invention will now be further illustrated with reference to the following 
examples. It will be appreciated that what follows is by way of example only and that 
25 modifications to detail may be made while still falling within the scope of the 
invention. 

Example 1 . Generating Fusion Molecules by Circular Permutation and 
Domain Insertion. 
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This example describes a model system combining E.coli maltose binding 
protein ("MBP") as the acceptor polypeptide sequence and the penicillin-hydrolyzing 
enzyme TEM1 P-lactamase ("BLA") as the insertion polypeptide sequence. The 
BLA-MBP fusion molecule was chosen to demonstrate the circular permutation 
5 domain insertion strategy for producing molecular switches capable of coupling the 
functions of the two proteins. The desired property of the model switch is the ability 
to modulate P-lactamase activity through changes in maltose concentration. Figure 1 
is a schematic summary diagram of the cloning steps used in this Example. 

1 0 Linkers for Circular Permutation 

In order to circularly permute a gene it is generally necessary to include DNA 
that codes for a linker to link the original N- and C- termini. We chose to test two 
different linkers. For the first (the "DKS linker"), p-lactamase was randomly 
circularly permuted by fusing the 5'- and 3'- ends with a DNA sequence coding for 

15 the tripeptide linker DKS, previously found in a combinatorial library of linkers to be 
most conducive for circularly permuting p-lactamase when the new N- and C-termini 
were located at a specific location (Osuna, Perez-Blancas et al. 2002). For the second 
selected linker, (the "GSGGG linker"), the P-lactamase was randomly circularly 
permuted by fusing the 5'- and 3'- ends with a DNA sequence coding for the flexible 

20 pentapeptide linker GSGGG (SEQ ID NO:l) 

Preparation of BLA Insert DNA 

The p-lactamase gene fragment bla [24-286] (encoding amino acids 24-286) 
was selected for this study. DNA coding for amino acids 1-23 was not desired 
because it codes for the signal sequence that targets B-lactamase to the periplasm and 
25 is not part of the mature, active B-lactamase. The fragment was amplified by PCR 
from pBR322 such that it was flanked by Earl or BamHl restriction enzyme site 
sequences coding for the linkers described above and cloned into pGem T- vector 
(Promega) to create pBLA-CP(DKS) (FIG. 2) and pBLA-CP(GSGGG), (FIG. 3). 

One hundred and thirty micrograms of pBLA-CP(GSGGG) was digested with 
30 2000 units of BamHl and 140 micrograms of pBLA-CP(DKS) was digested with 600 
units of Earl in the buffers and conditions recommended by the manufacturer of the 
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restriction enzyme. The fragment containing the BLA gene was purified by agarose 
gel electrophoresis using the QIAquick™ gel purification kit. This DNA was treated 
with T4 DNA ligase under dilute concentrations to cyclize the DNA (18 hours at 16 
°C with 600 Weiss units of T4 DNA ligase in the presence of 50 mM Tris-HCl (pH 
5 7.5), 10 mM MgCl 2 , 10 mM dithiothreitol, 1 mM ATP, 25 ug/ml BSA in a total 
volume of 5.1 ml). The ligation reaction was stopped by incubation at 65 °C for 20 
minutes. The DNA was concentrated by vacufuge and desalted using the QIAquick™ 
PCR purification kit. Circular fragments were purified by agarose gel electrophoresis 
using the QIAquick™ gel purification kit. 

10 The conditions for DNasel digestion were determined experimentally by 

adding different amounts of DNasel and analyzing the digested products by agarose 
gel electrophoresis. The digestion conditions were chosen such that a significant 
fraction of DNA was undigested in order maximize the amount of linear DNA that 
only had one double strand break. In general, approximately 1 milliunit of DNasel 

15 per microgram of DNA (at a concentration 10 micrograms/ml) for an 8 minute 
digestion at 22 °C was found to be optimal. Sometimes more or less DNasel was 
required and thus preferably for each library constructed the correct amount of 
DNasel is determined experimentally by test digestions. The following conditions 
are a representative example. Six micrograms of circular DNA was digested with 6 

20 milliunits of DNase I (Roche) for 8 minutes at 22 °C in the presence of 50 mM 
TrisHCl (pH 7.4), 1 mM MnCb and 50 micrograms/ml BSA in 0.6 ml reaction 
volume. The reaction was stopped by adding EDTA to a concentration of 5 mM. The 
DNA was desalted using the QIAquick™ PCR purification kit and repaired by 6 units 
of T4 DNA polymerase and 6 Weiss Units of T4 DNA ligase at 12 °C for 15 minutes 

25 in the presence of 100 micromolar dNTP, 50 mM Tris-HCl (pH 7.5), 10 mM MgCl 2 , 
10 mM dithiothreitol, 1 mM ATP and 25 ug/ml BSA. The repaired, linear DNA was 
purified by agarose gel electrophoresis using the QIAquick gel purification kit. This 
circularly permuted DNA was in a form ready for insertion into another plasmid. 

30 Preparation of Target DNA for Random Domain Insertion Libraries 



Forty jag of pDIM-C8-Mal was digested with DNasel (0.01 units) for 8 
minutes at 22°C in the presence of 50 mM Tris-HCl, pH 7.4, 10 mM MnCl 2 and 50 
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jug/ml BSA in a total volume of 1 ml. The reaction was quenched by the addition of 
EDTA to a concentration of 5 mM and the solution was desalted using four 
Qiaquick™ PCR purification columns into 200 |il elution buffer which was 
subsequently concentrated by vacufiige. Nicks and gaps were repaired by incubating 
5 at 12°C for 1 hour in a total volume of 120 jlxI in the presence of T4 DNA polymerase 
(15 units) and T4 DNA ligase (12 Weiss units) in the presence of 50 mM Tris-HCl, 
pH 7.5, 10 mM MgCl 2 , 10 mM DTT, 1 mM ATP, 25 jag/ml BSA and 125 jaM dNTPs. 
The reaction was stopped by incubating at 80°C for 10 minutes. Sodium chloride was 
added to 100 mM and the DNA was dephosphorylated by adding alkaline phosphatase 
(60 units) and incubating at 37°C for 1 hour. The DNA was desalted as before and the 
linear DNA (corresponding to the randomly linearized pDIM-C8-Mal) was isolated 
from circular forms of the plasmid by agarose gel electrophoresis using the Qiaquick 
gel purification kit. 

Preparation of Target DNA for Site-Specific Insertion Libraries 

Referring to FIG. 4, plasmid pDIM-C8-Mal was modified using overlap 
extension (Horton, Hunt et al. 1989) to be suitable for insertion of the circularly 
permuted BLA at two specific sites: (a) between MBP [1-165] and MBP [164-370] 
and (b) at the C-terminus of MBP. The plasmids were modified in analogous ways. 
The modifications for insertion between MBP [1-165] and MBP [164-370] to create 
plasmid pDIMC8-MBP(164-165) are described below and shown in FIG. 4. Two 
inverted Sapl sites were inserted between DNA coding for MBP [1-165] and MBP 
[164-370] in such a manner that digestion with Sapl and subsequent filling in of the 
resulting overhangs using Klenow polymerase in the presence of dNTPs results in a 
perfectly blunt MBP [1-165] on one side and a perfectly blunt MBP [164-370] on the 
other side. This is achieved by virtue of the fact that Sapl is a type IIS restriction 
enzyme that cuts outside of its recognition sequence. Other type IIS restriction 
enzymes could have been used. Non-type IIS restriction enzymes could also be used 
if it is acceptable to have their recognition site as part of the gene fragment that is 
being inserted into. 
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Three micrograms of pDIMC8-MBP(164-165) was digested with 6 units of 
Sapl at 37 °C in the presence of 50 mM potassium acetate, 20 mM Tris-acetate, 10 
mM magnesium acetate, 1 mM dithiothreitol (pH 7.9), 100 ug/ml BSA for 2.5 hours. 
The DNA was desalted using the QIAquick™ PCR purification kit and repaired with 
5 5 units of Klenow at 25 °C for 20 minutes in the presence of 33 micromolar dNTPs, 
100 mM NaCl, 50 mM Tris-HCl, 10 mM MgCl 2 and 1 mM dithiothreitol (pH 7.9). 
The enzyme was heat inactivated by incubation at 75 °C for 20 minutes. Sodium 
chloride was added to 100 mM and ten units of Calf Intestinal Phosphatase was added 
and the solution was incubated for 1 hour at 37 °C. Dephosphorylation was 
10 performed to prevent recircularization of the vector without receiving an insert in the 
subsequent ligation step. The vector DNA was purified by agarose gel 
electrophoresis using the QIAquick™ gel purification kit. 



Ligation of Inserts Into Target DNA 

15 

Insert DNA (85 ng) comprising the circularly permuted BLA was ligated to 
the prepared target DNA (100 ng) at 22°C overnight in the presence of T4 DNA 
ligase (30 Weiss units) and the ligase buffer provided by the manufacturer in a total 
volume of 13 |il. After ethanol precipitation, 10% of the ligase-treated DNA was 

20 electroporated into 50 jutl Electromax™ DH5cc-E electrocompetent cells (Invitrogen, 
Carlsbad, CA). Transformed cells were plated on large (248 mm x 248 mm) LB agar 
plate supplemented with 50 |ng/ml chloramphenicol (Cm). The naive domain 
insertion library was recovered from the large plate (Ostermeier, Nixon et al. 1999) 
and stored in frozen aliquots. 

25 Screening for Allosteric Enzymes 



The libraries were diluted from frozen aliquots and plated on LB plates 
containing different concentrations of ampicillin (Tables 1 and 2). A number of 
colonies were picked (Tables 3) and grown in LB overnight in 96 well plates (0.5 
30 ml/well) in the presence of 1 mM IPTG and 50 |ig/ml Cm. 
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Insertion site 
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transformants 
with T3T A 

VV 1 111 J_J 1 Jil 

insert). 


Number of 

linTQn/ 
11 Ul dl y 

members 

that ran 

lllCll Lull 

grow on 50 
ue/ml AMP 

UL/ ill! niTii 

(see Table 2) 


Number of 

COHJlliCi 

screened for 

cwitfhitio 
^cpp Tahlp 


Number 

Ul L1I11L[UC 

switches 
found 
with > 2- 
fold 
effect* 


Increase in 
veiocuy yoi 
nitrocefin 

hvHyr^tvcic in 
li ysju. Kjiyaia in 

presence of 
Tnaltrtsp^ nf 
best switch 


164-165 


DKS 


0.44xl0 6 


515 


848 


2 


+97% 




GSGGG 


1.05xl0 6 


361 


1248 


1 


-250% 


C-terminus 


DKS 


1.03xl0 6 


2414 


576 


0 






GSGGG 


0.30x1 0 6 


1615 


1920 


1-4 


+234% 


random 


DKS 


0.41xl0 6 


191 


384 


0 






GSGGG 


1.20xl0 6 


1156 


3312 


5 


+1650% 



> 2- fold change in velocity of nitrocefin hydrolysis in the presence of 5 mM maltose. 



Table 2. Number of Library Members Capable of Grow on Plates with 
5 Ampicillin (With or Without Maltose). 



Ampicillin 


Maltose? 


T164-165 


T164-165 


EE 


EE 


Random 


Random 


(ug/ml) 


(5 mM) 


DKS 


GSGGG 


DKS 


GSGGG 


DKS 


GSGGG 


5 


no 


734 


878 


7052 


3510 


nd 


2458 


50 


no 


394 


294 


1747 


1159 


nd 


783 


200 


no 


220 


nd 


1080 


298 


nd 


nd 


1000 


no 


nd 


74 


nd 


nd 


nd 


60 


5 


yes 


1098 


761 


8354 


4056 


nd 


1969 


50 


yes 


515 


361 


2414 


1615 


191 


1156 


200 


yes 


182 


240 


1525 


630 


nd 


272 


1000 


yes 


nd 


88 


nd 


nd 


nd 


34 



Table 3. Number of Library Members Screened (Picked from Plates with 
Indicated Ampicillin and Maltose Levels). 



Ampicillin 


Maltose? 


T164-165 


T164-165 


EE 


EE 


Random 


Random 


(ug/ml) 


(5 mM) 


DKS 


GSGGG 


DKS 


GSGGG 


DKS 


GSGGG 
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•J 


11U 




96 




288 




96 




no 














200 


no 












480 


1000 


no 














5 


yes 


96 


192 




864 




768 


50 


yes 


672 


576 


576 


768 


384 


960 


200 


yes 


80 


384 








1008 


1000 


yes 















EE = end-to-end (insertion at C-terminus) 



Next, 50 |il of PopCulture (Novagen) and 2.5 unit of benzonase nuclease was 
added to each well and incubated for 15 minutes at room temperature to lyse the cells. 
The cells debris and any unlysed cells were pelleted by centrifugation and supernatant 
5 was recovered. In 96-well format, 60 |il of lysate was assayed for hydrolysis of 
nitrocefin (50 |iM) by monitoring the increase in absorbance at 490 nm in 100 mM 
sodium phosphate buffer, pH 7.0, both with and without 5 mM maltose. Any lysate in 
which there was a difference in rate of more than 2-fold (between with and without 
maltose) was selected for retesting and further investigation. 

10 

Confirmation and Identification of Positives 

Library members identified as having more than 200% switching activity in 
the 96-well plate screen were grown 24-48 hours in 100 ml LB media in 500 ml 

1 5 shaker flasks at 22°C without IPTG. The cells were pelleted and resuspended in 8 ml 
assay buffer (100 mM sodium phosphate buffer, pH 7.0) and lysed by French press. 
The soluble fraction of this lysate was assayed for hydrolysis of nitrocefin (50 \xM) at 
22 °C as previously described (Guntas and Ostermeier 2004) both with and without 5 
mM maltose. Initial rates were determined from absorbance at 486 nm monitored as a 

20 function of time. The enzyme was incubated at the assay temperature in the absence 
or presence of 5 mM maltose for four minutes prior to performing the assay. All 
assays contained 100 mM sodium phosphate buffer, pH 7.0. Library members for 
which there was a difference in the initial rate of more than about 2-fold were 
sequenced (Table 4). Switches RG-5-169 and RG-200-13 were also assayed in the 
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presence of 5 mM sucrose or 5 mM glucose. Neither sugar affected the velocity of 
nitrocefin hydrolysis, indicating that the switching effect was specific for maltose, a 
ligand to which MBP binds. 



5 Table 4. Switching Effect of Selected BLA-MBP Molecular Switches. 



Switch 


Sequence 


Switching 
effect* 


IFG-5-277 


MBP[ 1 - 1 65]-BLA[2 1 8-2 86]-GSGGG-BLA[24-2 1 5 ] -MBP[ 1 64-3 70] 


-250% 


IFD-5-7 


MBP[l-165]-BLA[110-286]-DKS-BLA[24-107]-MBP[164-370] 


+96% 


IFD-5-15 


MBP[l-165]-BLA[168-286]-DKS-BLA[24-170]-MBP[164-370] 


+97% 


EEG-50-530 


MBP[l-370]-BLA[l 14-286]-GSGGG-BLA[24-l 12]-GSQQH 


+228% 


EEG-50-251 


MBP[l-370]-BLA[l 14-286]-GSGGG-BLA[24-l 14]-K 


+234% 


RG-5-169 


MBP[l-338]-BLA[34-286]-GSGGG-BLA[24-29]-MBP[337-370] 


+855% 


RG-200-13 


MBP[l-316]-BLA[227-286]-GSGGG-BLA[24-226]-S-MBP[319-370] 


+1650% 



* Percent change in velocity of nitrocefin hydrolysis (50 |jM nitrocefin) in the 
presence of 5 mM maltose in 100 mM sodium phosphate buffer, pH 7.0. 

Analysis of Purified Switch RG-200-13 

A 6xHis tag was added to the C-terminus of RG-200-13 (also termed "RG13" 
10 in Examples below) and the fusion was purified as previously described (Guntas and 
Ostermeier 2004). The protein was purified to approximately 60% purity. The 
kinetic constants and binding constants were determined from Eadie-Hofstee plots 
and Eadie plot equivalents, respectively, using a spectrophotometric assay for 
nitrocefin hydrolysis. Initial rates for nitrocefin hydrolysis were determined from 
15 absorbance at 486 nm monitored as a function of time. The enzyme was incubated at 
the assay temperature in the absence or presence of saccharide for four minutes prior 
to performing the assay. All assays contained 100 mM sodium phosphate buffer, pH 
7.0. The dissociation constant for maltose was determined using change in velocity of 
nitrocefin hydrolysis as a signal. 

20 

Only sugars known to bind to MBP had an effect on nitrocefin hydrolysis 
(Table 5). Those sugars that produce a large conformational change upon binding 
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MBP (Quiocho, Spurlino et al. 1997) (maltose and maltotriose) produced the largest 
change in the velocity of nitrocefin hydrolysis. Beta-cyclodextrin, which produces a 
small conformational change upon binding MBP (Evenas, Tugarinov et al. 2001), has 
a small effect. The effect of maltotetraitol is intermediate, consistent with the fact that 
5 maltotetraitol-binding to MBP results in a mixture of open and closed structures 
(Duan, Hall et al. 2001). 



Table 5. Sugar Dependence of Switching Effect of RG-200-13*. 



Sugar 


Binds to MBP? 


Change in velocity of nitrocefin hydrolysis in 
presence of sugar 


Sucrose 


No 


-5% 


Lactose 


No 


-4% 


Galactose 


No 


-3% 


Maltose 


Yes 


+1800% 


Maltotriose 


Yes 


+1700% 


Maltotetraitol 


Yes 


+400% 


P-cyclodextrin 


Yes 


+150% 



*50 \xM nitrocefin, 100 mM sodium phosphate buffer, pH 7.0, 22°C, 5 mM 



10 sugar except for p-cyclodextrin (3mM). 

The kinetic parameters of RG-200-13 are reported in Table 6. The kinetic 
parameters of RG-200-13 at 22°C in the presence of maltose (£ cat = -520 s" 1 ; K m = -85 
□ M) are very similar to previously reported values for TEM-1 (3-lactamase at 30 °C 

15 (Ar ca t= 930 s" 1 ; K m = 52 |iM) (Raquet, Lamotte-Brasseur et al. 1994) indicating that 
RG-200-13 is essentially a fully functional TEM-1 p-lactamase in the presence of 
maltose. The k CSLt /K m in the presence of 5 mM maltose is approximately 25-fold 
higher than in the absence of maltose. The for maltose binding to RG-200-13 at 
22°C was -5 |iM, similar to the K d previously reported for maltose binding to MBP 

20 (1-1.5 ^M) (Schwartz, Kellermann et al. 1976). 
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Table 6. Kinetic Parameters of Nitrocefin Hydrolysis of RG-200-13 Molecular 
Switch. 



Substrate 


*cat (S"') 


K m (MM) 


^cat/ 

Ratio 2 


No 
maltose 


5 mM 
maltose 


Ratio a 


No 
maltose 


5 mM 
maltose 


Ratio 3 


nitrocefin 


-80 


-520 


-6.5 


-325 


-85 


-0.26 


-25 


"(with maltose)/(without maltose). Conditions: ] 


[00 mM sodium phosphate buf 


fer, pH 



7.0, 22°C. 

5 The effect of 5 mM maltose on other sustrates of BLA is shown in Table 7. 

Maltose binding had the largest effect on cephalothin (of the substrates tested), with 
the velocity of cephalothin hydrolysis being 32-fold higher in the presence of maltose 
than in its absence. Based on the effects on other substrates, the actual switching 
effect on k cat /K m for cephalothin is likely to be much higher than 32-fold. 

10 



Table 7. Effect of Maltose on Other Substrates of Switch RG-200-13. 



Substrate 


Substrate 
concentration 


K m for TEM-1 p- 
lactamase 8 


Approximate fold increase 

in velocity of nitrocefin 
hydrolysis in the presence 
of 5 mM maltose 


cephalothin 


250 pM 


246 pM 


32 


ampicillin 


100 pM 


32 pM 


26 




500 pM 




10 


benzylpenicillin 


100 pM 


19 pM 


17 




500 pM 




7 


carbenicillin 


1 mM 


? 


4 


oxacillin 


1 mM 


3 pM 


5 



Conditions: 100 mM sodium phosphate buffer, pH 7.0, 22°C. a (Raquet, Lamotte- 
Brasseur et al. 1994) 



15 The fact that the magnitude of the switching effect of RG-200-13 is dependent 

on substrate identity and concentration strongly argues that maltose is converting the 
protein from a less active to a more active conformation. If an alternative 
explanation, i.e., that maltose affects the equilibrium between unfolded (inactive) and 
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folded (active) forms of the protein were true, the observed switching effect would be 
independent of the substrate being tested and independent of substrate concentration, 
which was not the case. 

5 Example 2. Construction and Characterization of a Molecular Switches 

Created By In Vitro Recombination of Non-Homologous Genes. 

This example describes further studies of exemplary molecular switches 
comprising BLA-MBP fusions made by the methods of the invention. 

10 

Materials and Methods 

All restriction enzymes, T4 DNA ligase, T4 DNA polymerase, and calf 
intestinal phosphatase were purchased from New England Biolabs (Beverly, MA). 

15 pGEM T-vector cloning kit and Taq polymerase were purchased from Promega 

(Madison, WI). DNAsel was purchased from Roche Biochemicals (Indianapolis, IN). 
Qiaquick™ PCR purification kit and Qiaquick gel extraction kit were purchased from 
Qiagen (Valencia, CA). Popculture reagent, rLysozyme, benzonase nuclease, and 
His-tag protein purification kit were purchased from Novagen (Madison, WI). 

20 Oligonucleotides and Electromax™ DH5a-E electrocompetent cells were purchased 
from Invitrogen (Carlsbad, CA). Nitrocefin was purchased from Oxoid (Hampshire, 
UK). Maltotriose and P-cyclodextrin were purchased from Sigma (St. Louis, MO). 
Antibiotics, maltose, lactose, galactose and sucrose were purchased from Fisher 
Scientific (Pitsburgh, PA). 

25 

Random Circular Permutation 

The portion of the bla gene encoding the mature BLA was fused to a sequence 
coding for a GSGGG linker and containing a BamHl site by PCR amplification using 
30 the forward primer: 

5 ' -TGCC GG ATCCGGCGGTGGC C ACCC AGAAACGCTGGTG-3 9 (SEP ID 
NO:24) 

and the reverse primer 
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Portions of the primers encoding the GSGGG linker are underlined and the 
BamHl site is highlighted in bold. The PGR product was desalted using Qiaquick 
5 PCR purification kit and ligated to the pGEM T-vector to create plasmid pGEMT- 
BLA. One hundred and fifty |^g of pGEMT-BLA was digested with 1000 units of 
BamHl and the DNA fragment that encodes BLA was gel purified using Qiaquick gel 
purification kit. Eighteen jag of this DNA was cyclized by ligation at 1 6°C for 1 8 
hours in a reaction volume of 5.1 ml in the presence of ligase buffer (50 mM Tris- 
10 HC1, 10 mM MgCl 2 , 10 mM DTT, 1 mM ATP, 25 jag/ml BSA pH 7.5) and 600 Weiss 
units of T4 DNA ligase. After heat inactivation of the ligase, the concentrated 
reaction mixture was desalted and the circular DNA was purified by agarose gel 
electrophoresis using Qiaquick Gel Extraction kit. 

15 To introduce the random double stranded break, 8 jug of circular DNA was 

digested with 8 milliunits of DNAse I in the presence of 50 mM Tris-HCl, pH 7.4, 10 
mM MnCl2 and 50 |ag/ml BSA in a total volume of 0.8 ml for 8 minutes. The 
reaction was quenched by the addition of EDTA to a concentration of 5 mM and the 
solution was desalted using a Qiaquick PCR purification column. Nicks and gaps 

20 were repaired by incubating at 12°C for 30 minutes in a total volume of 90 jlxI in the 
presence of T4 DNA polymerase (6 units) and T4 DNA ligase (12 Weiss units) in the 
presence of 50 mM Tris-HCl, pH 7.5, 10 mM MgCl 2 , 10 mM DTT, 1 mM ATP, 25 
|ig/ml BSA and 125 \xM dNTPs. The DNA was desalted as before and the linear DNA 
(corresponding to the randomly circularly permuted bid) was isolated from circular 

25 forms by agarose gel electrophoresis using the Qiaquick gel purification kit. 

Random Domain Insertion 

Plasmid pDIM-C8MalE has the malE gene encoding MBP under the IPTG 
30 inducible tac promoter. Introduction of a random double stranded breaks (one per 
molecule of pDIM-C8MalE) was performed as described (Spencer et al. 1993). One 
hundred ng of randomly linearized plasmid pDIMC8-MalE was ligated to 85 ng of 
randomly circularly permuted BLA fragment (5:1 insert/vector molar ratio) in a 
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reaction volume of 15 The ligation was carried out at 22°C overnight in the 
presence of ligase buffer and 45 Weiss units T4 DNA ligase. After ethanol 
precipitation, the ligated DNA was transformed into Electromax DH5a-E 
electrocompetent cells by performing ten electroporations of 40 [i\ cells each. Cells 
5 were plated on two 245x245 mm LB agar plates supplemented with 50 |ag/ml 

chloramphenicol and incubated at 37°C overnight. The naive library was recovered 
from the large plates and stored in frozen aliquots as described (Picard 2000). 

Library Selection and Screening 

10 

The naive library was plated on LB agar plates supplemented with 200 |ag/ml 
ampicillin and 50 mM maltose and incubated at 37°C overnight. From these plates, 
1056 colonies were picked to inoculate 1 ml LB media (supplemented with 50 fig/ml 
chloramphenicol and 1 mM IPTG) in 96-well format. After incubation overnight at 

15 37°C, each culture was lysed using 0.1 ml Popculture reagent, 40 units of rLysozyme, 
and 2.5 units of benzonase nuclease. Lysates were centrifuged to pellet the insoluble 
material and the soluble fractions were assayed in 96-well format for nitrocefm 
hydrolysis in the presence or absence of 5 mM maltose using a colorimetric assay for 
nitrocefm hydrolysis (Posey et al. 2002). The assays were carried out at room 

20 temperature using the Spectramax-384 Plus microplate reader (Molecular Devices) in 
the presence of 100 mM sodium phosphate buffer and 50 jjM nitrocefm in a 200 \x\ 
reaction volume. Clones whose lysates exhibited a greater than 2-fold increase in the 
rate of nitrocefm hydrolysis were recultured and their lysates assayed again to verify 
the effect. 

25 

Protein Modifications and Mutagenesis 

A GGSGH 9 sequence was appended to the sequence of RG13 by PCR 
amplification with the appropriate primers. The PCR product was cloned between 
30 Ndel and Xhol sites of pET24b (Novagen) to create pET24b-RG13. Mutations 

I329W and A96W were introduced into pET24b-RG13 by a combination of overlap 
extension PCR and Quickchange mutagenesis. 



-61 - 



WO 2005/072392 



PCT/US2005/002633 



Protein Purification 

One liter LB media containing 50 fxg/ml kanamycin was inoculated with 2% 
overnight culture and shaken at 37 °C. The culture was induced with 1 mM IPTG 
5 when the OD 6 oo reached 0.5 and incubated at 22 °C for 16 hours. Pelleted cells were 
resuspended in 20 ml binding buffer supplied by the His-tag protein purification kit 
(Novagen, Madison, WI) and lysed by French press. The soluble fraction was 
recovered and the protein was purified using the protein purification kit. Eluted 
protein was dialyzed at 4 °C against three liters of 100 mM sodium chloride, 50 mM 

10 sodium phosphate buffer overnight followed by dialysis against one liter of the same 
buffer with 20% glycerol for four hours. Protein was stored in aliquots at -80°C. 
Fusion proteins RG13 and RG13(I329W) were purified as described above. To 
improve the yield of RG13(A96W/I329W), 10 mM maltose was added to the culture 
at induction. RG13(A96W/I329W) was dialyzed more extensively after purification 

15 and complete removal of maltose was verified by enzymatic assay on successive 

rounds of dialysis in the presence and absence of maltose. The purities of the proteins 
were estimated by Coomassie blue staining of SDS-PAGE gels. The purities of 
RG13, RG13(I329W), and RG13(A96W/I329W) were greater than 98%, 95% and 
97%, respectively. The extinction coefficients of RG13, RG13(I329W), and 

20 RG13(A96W/I329W) at 280 nm were calculated (Saghatelian et al. 2003) to be 
126,000; 120,500 and 116,100 Abs M~ l cm* 1 , respectively. 

Steady State Kinetics 

25 All kinetic assays were performed at 25°C in the presence of 100 mM sodium 

phosphate buffer, pH 7.0. Ten \i\ of enzyme stock was added to 1.59 ml buffer 
(containing the saccharide, if desired). After incubation for 30 seconds, 0.4 ml of 5x 
substrate was added and the absorbance at the appropriate wavelength was recorded 
using the Cary50 UV-VIS spectrophotometer. The wavelength monitored was 486 

30 nm, 240 nm, and 232 nm for nitrocefin, carbenicillin, and ampicillin respectively. 
From the initial rate of reaction the kinetic constants were determined using Eadie- 
Hofstee plots. In the absence of maltose, the time course of the reaction for RG13, 
RG13(I329W), and RG13(A96W/I329W) displayed a slight lag in the reaction rate 
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that became more pronounced at higher substrate concentrations. The rate data was 
consistent with a small hysteretic effect (Brennan et al. 1994) and not substrate 
inhibition as preincubation of the enzyme with the substrate for one minute prevented 
the lag from occurring upon addition of more substrate. Therefore, the steady state 
5 parameters for nitrocefin hydrolysis in the absence of maltose were determined by 
measuring the rate at 1-2 minutes (well after the lag) and correcting the substrate 
concentration by subtracting the amount of substrate hydrolyzed. In all cases the 
extent of reaction at the point the rate was measured was less than 25%. In the 
presence of maltose, no lag was observed. 

10 

Maltose Affinity 

Maltose affinity for RG13 (in presence and absence of 10 mM carbenicillin) 
and RG13(I329W) (in the absence of substrate) was determined using intrinsic protein 

15 fluorescence measured on a Photon Technology QuantaMaster QM-4 

spectrofluorometer. Fluorescence spectra were obtained at 25 °C at different 
concentrations of maltose in 50 mM sodium phosphate buffer, pH 7.0, containing 100 
mM sodium chloride. The protein concentration was 50-100 nM. Excitation was at 
280 nm. The quenching in fluorescence intensity at 341 run caused by maltose was 

20 used in Eadie-Hofstee equivalent plots to determine using the following equation: 

AF 

AF = AF max - K d — — where AF is the change in fluorescence intensity, AF max is the 
[L] 

difference in fluorescence between no maltose and saturating amounts of maltose and 
[L] is the maltose concentration. The fluorescence quenching of 

25 RG13(I329W/A96W) upon addition of maltose was insufficient to accurately 
determine a K d by this method. The dissociation constant for maltose and 
RG13(I329W) in the presence of saturating carbenicillin (2 mM) was determined by 
measuring the initial rate of carbenicillin hydrolysis as a function of maltose 
concentration. The apparent dissociation constant in the presence of subsaturating 

30 concentrations of nitrocefin (25 j^M) for all three proteins was determined by 
measuring the initial rate of nitrocefin hydrolysis as a function of maltose 
concentration. 
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In Vivo Characterization of Switches 

Overnight inoculums of DH5ot-E cells expressing RG13, BLA or 
5 BLA(W208G) were diluted into LB media and plated on LB plates, either in the 
absence or presence of 50 maltose, in the presence of increasing amounts of 
ampicillin. Ampicillin was present in the plates at the following concentrations: 0, 2, 
4, 8, 16, 32, 64, 128, 256, 512, and 2000 jag/ml. Cells were plated at approximately 
1000 CFU (no antibiotic) per plate. The plates were incubated at 37 °C for 20 hours. 
10 The minimum inhibitory concentration (MIC) was defined as the lowest ampicillin 
concentration at which no colonies were present, or that at which the number of 
colonies present was <1% of the number of colonies at the next lowest level of 
ampicillin. 

Characterization of BLA-MBP Molecular Switches 

15 

As discussed, the approach to construction of a model molecular switch 
involved recombination of the genes encoding TEM-1 P-lactamase (BLA) and the E. 
coli maltose binding protein (MBP). BLA and MBP lack any sequence, structural or 
functional relationship except for the fact that they are periplasmic proteins of 

20 bacterial origin. BLA is a monomelic enzyme that hydrolyzes the amide bond of the 
p-lactam ring of P-lactam antibiotics. The presence of maltose has no effect on wild 
type BLA enzymatic activity, with or without the presence of an equimolar amount of 
MBP (Guntas et al. 2004). MBP is a member of the periplasmic binding protein 
superfamily and is involved in chemotactic response and the transport of 

25 maltodextrins. MBP consists of a single polypeptide chain that folds into two 

domains connected by a hinge region. The single binding site for maltose is at the 
interface of these two domains. In the absence of maltose, MBP exists in an open 
form. Maltose-binding is concomitant with a 35° bending motion about the hinge 
resulting in the closed form of the protein (Sharff et al. 1992). 

30 

We sought to create a molecular switch by combining BLA and MBP in such 
a manner that the rate of P-lactam hydrolysis was coupled to maltose binding and 
maltose concentration. We reasoned that in such a switch the conformational change 
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in the MBP domain upon maltose binding would propagate to the active site of the 
BLA domain and alter its catalytic properties, a mechanism analogous to natural 
allosteric effects. 

5 The fragment of the BLA gene coding for the mature protein was circularly 

permuted in a random fashion (Graf et al. 1996; Ostermeier et al. 2001) and subsequently 
randomly inserted into a plasmid containing the E. coli malE gene that codes for MBP. 
Figure 6A is a schematic diagram showing the strategy used to make the molecular 
switch. More particularly, FIG. 6A shows that the fragment of the BLA gene coding for 

10 the mature protein (codons 24-286) is flanked by sequences coding for a GSGGG linker 
(each of which contains a BamHl site). The fragment is excised by digestion with BamHl 
and cyclized by ligation under dilute DNA concentrations. A single, randomly-located 
double strand break is introduced by DNasel digestion to create the circularly permuted 
library. This library is randomly inserted into plasmid pDIMC8-MBP containing the 

15 MBP gene (malE) under control of the tac promoter (tacP/O). The site for insertion in 

pDIMC8-MBP is created by introduction of a randomly located double-stranded break by 
digestion with dilute concentrations of DNasel. 

For the random circular permutation of bla [24-286], we fused the 5' and 3' 
ends by an oligonucleotide sequence that would result in a GSGGG flexible peptide 
20 linker between the original N- and C- termini of the protein. This linker was designed 
to be of sufficient length to connect the termini without perturbing BLA structure. 

Statistical analysis on the resulting library indicated that a minimum of 
27,000 members contained a circularly permuted bla[24-286] inserted into malE in 
25 the correct orientation with both fusion points in-frame with malE. Approximately 
0.33% of these members were able to form colonies on rich media plates containing 
200 |^g/ml ampicillin and 50 mM maltose. These library members were screened in 
96-well format for a maltose dependence on p-lactamase activity using a colorimetric 
assay for nitrocefin hydrolysis. 

30 

We identified one protein (RG13; FIG. 6B) in which the initial velocity of 
nitrocefin hydrolysis (at 50 jiM nitrocefin) increased by 17-fold in the presence of 
maltose. Figure 6B is a schematic illustration of the sequence of the RG13 switch. The 
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numbers in parentheses indicate the amino acid number of the starting proteins. The 
numbering system for MBP does not include the signal sequence. The numbering system 
for BLA does include the signal sequence and does not follow the consensus numbering 
system for (3-lactamases. 

5 

Referring to FIG. 6C, it was determined that in RG13, the BLA was circularly 
permuted in a loop that precedes a P-sheet that lines the active site of the enzyme. The 
circular permuted BLA was inserted at the beginning of an a-helix of MBP such that two 
MBP residues were deleted. More particularly, FIG. 6C shows structures of maltose- 
10 bound MBP (Quicho et al. 1997) and BLA bound to an active-site inhibitor (Maveyraud 
et al. 1996) oriented such that the fusion sites in RG13 are proximal. 

Using purified RG13, we confirmed that the increase in catalytic activity 
occurred only in the presence of sugars that are known to bind and induce a 

15 conformational change in MBP (FIG. 7). Figure 7 A shows the percent increase in the 
initial velocity of nitrocefin hydrolysis at 20 |iM nitrocefm upon addition 5 mM of the 
indicated ligands (maltose, maltotriose and p-cyclodextrin) and non-ligands (sucrose, 
lactose and galactose). It is seen that sugars known to induce a large conformational 
change (Quicho et al. 1997) (i.e., maltose and maltotriose; 35° closure angle) 

20 produced a 15- to 20-fold increase in the rate of nitrocefin hydrolysis. P-cyclodextrin, 
which only induces a 10° hinge bending motion in MBP (Evenas et al. 2001), 
increased the rate 2-fold. Non-ligands such as sucrose, lactose and galactose had no 
effect. 



25 We next determined that the switching was reversible (i.e., upon removing 

maltose, the activity returned to its pre-maltose level). This was first demonstrated by 
competing bound maltose off RG13 using p-cyclodextrin (FIG. 7B). Figure 7B 
shows reversible switching using the competing ligand. During the enzymatic 
hydrolysis of nitrocefin, formation of product was monitored by absorbance at 486 

30 nm. At time zero the reaction was started in 2 ml phosphate buffer (0.1 M) with 20 
jjM nitrocefin and 2.5 nM RG13. At the time indicated by the first arrow, 20 [xl of 1 
M maltose was added resulting in a 1 0-fold increase in the reaction rate. This maltose 
concentration is above the AT d for maltose but is subsaturating. At the time indicated 
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by the second arrow, 230 |il of 10 mM p-cyclodextrin was added (final concentrations 
are 1.0 mM p-cyclodextrin and 8.9 jjM maltose). Because RG13 has similar affinities 
for maltose and P-cyclodextrin but P-cyclodextrin is present at a >1 00-fold higher 
concentration, the p-cyclodextrin preferentially replaces the maltose bound to RG13 
5 and the rate of reaction decreases to a level consistent with P-cyclodextrin' s modest 
effect on nitrocefin hydrolysis. 

Reversibility of the switch was also demonstrated by subjecting RG13 to 
repeated rounds of dialysis and addition of maltose to cycle between low and high 
10 levels of enzymatic activity. Figure 7C shows reversible switching after dialysis. The 
initial rate of nitrocefin hydrolysis at 25 |jM nitrocefin was measured at the indicated 
steps. Maltose was added to a final concentration of 5 mM. 

This demonstrated reversibility is one of the features that differentiates our 
15 approach from methods such as conditional protein splicing (Mootz et al. 2002; 

Buskirk et al. 2004) that produce non-reversible switches that control the production 
of active protein rather than activity of the protein per se. 

From steady state kinetics experiments, we determined the Michaelis-Menten 
20 parameters of RG13 for nitrocefin hydrolysis at 25°C in the absence and presence of 
maltose. In the absence of maltose, the catalytic constants were Ar cat = 200 ± 40 s" 1 and 
K m = 550 ± 120 jiM. With the addition of saturating amounts of maltose, k cat 
increased 3-fold and K m decreased 8-fold, resulting in a 25-fold increase in k cat /K m . 
The kinetic constants of RG13 in the presence of saturating concentrations of maltose 
25 (£ cat = 620 ± 60 s" 1 and K m = 68 ± 4 |uM) were comparable to that previously reported 
for BLA at 24°C (feat = 900 s _1 andK m = 110 jxM (Sigal et al. 1984)). This finding 
shows that RG13 is a very active TEM1 p-lactamase in the presence of maltose. 
RG13 has exhibited switching behavior with all seven BLA substrate tested to date 
including ampicillin (16-fold rate increase at 50 \iM ampicillin) and carbenicillin (12- 
30 fold rate increase at 50 pM carbenicillin). 

The increase in /: cat indicates that maltose binding affects the catalytic steps. 
However, since K m is a combination of the rate constants for substrate binding as well 
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as catalysis (Christensen et al. 1990), K m could not be directly used to ascertain the 
effect of maltose on substrate binding. Instead, the effect of maltose on substrate 
binding was determined indirectly by measuring the effect of substrate on maltose 
binding using intrinsic protein fluorescence. These studies suggested that RG13 
5 undergoes a conformational change much like MBP does upon maltodextrin binding, 
since maltose-induced quenching of total fluorescence (-10%) and shifting of the 
maximum fluorescence wavelength (i.e., a 1.5 nm red-shift for maltose and a 4 nm 
blue-shift for p-cyclodextrin) were similar to that previously reported for MBP (Hall 
et al. 1997). The presence of saturating amounts of the substrate carbenicillin 
10 decreased the dissociation constant of maltose and RG13 from 5.5 ± 0.5 jliM to 1 .3 ± 
0.5 |xM. Thus, maltose binding must decrease the dissociation constant of 
carbenicillin and RG13 by the same factor (FIG. 7). 

Figure 8 is a schematic diagram depicting coupling of ligand and substrate 
15 binding. More particularly, FIG. 8 shows that the change in free energy upon protein 
(P) binding ligand (L) and substrate (S) is the same whether the ligand or substrate 
binds first. Adding the free energy changes of the two different paths from L+P+S to 
LPS, it is seen that: AG L + AG$ = AG S + AG S L since the total free energy change is 
path independent. By rearranging this equation to: AG L - AG S L = AG S - AG$ 

20 it is seen that the left hand side represents the effect that the presence of bound 

substrate has on ligand binding and the right hand side represents the effect that the 
presence of bound ligand has on substrate binding. The effects must be equal. 
This corresponds to a coupling energy of approximately 1 kcal/mol. Without 
intending to be bound by theory, this observation offers an additional explanation for 

25 the increase in (3-lactam hydrolysis in the presence of maltose: a positive heterotropic 
allosteric effect on substrate binding. 

Presumably, the BLA domain of the apo, open form of RG13 exists in a 
compromised, less active conformation. In the ligand-bound state, the BLA domain 
30 exists in a more normal, active conformation. We sought to determine the state of the 
BLA domain in the process of closing. We investigated at what closure angle the 
catalytic properties of RG13 improved To address these questions, we took 
advantage of mutations in the hinge region of MBP that manipulate the 
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conformational equilibria between the open and closed state (Marvin et al. 2001). 
Residual dipolar couplings have been used to establish that the apo forms of these 
mutants are partially closed relative to the apo wildtype MBP with the ensemble 
average closure angles being 9.5° and 28.4° for I329W and I329W/A96W, 
5 respectively (Millet et al. 2003). The ligand-bound closed forms of MBP, i.e., 

MBP(I329W) and MBP(I329W/A96W) have closure angles of 35°. Partial closing 
shifts the equilibrium towards the ligand-bound state and thus the mutations increase 
the affinity for maltose (Marvin et al. 2001). 

10 Introduction of these mutations into RG13 resulted in the creation of more 

sensitive switches- i.e., switches that respond to lower concentrations of maltose 
(FIG. 9). Figure 9A shows dissociation constants for maltose determined in the 
absence (white bars) and presence (black bars) of saturating concentrations of 
carbenicillin. The apparent dissociation constants in the presence of subsaturating 

15 concentrations (25 jaM) of nitrocefm (grey bars) were also determined. The 

dissociation constants for maltose of MBP, MBP(I329W), MBP(I329W/A96W) 
(dashed line) reported by Marvin and Hellinga (2001) are shown for comparison 
(FIG. 9A). 

20 Without intending to be bound by theory, the fact that we observed 

qualitatively similar changes in maltose affinity when the mutations are introduced 
into RG13 strongly suggests that the relative order and magnitude of the angles of 
closure of RG13, RG13(I329W) and RG13(I329W/A96W) are similar to that of 
MBP, MBP(I329W) and MBP(I329W/A96W). Thus, the apo forms of the two RG13 

25 mutants offer conformations intermediate between the open to the closed form of 
RG13- conformations that may reflect that of RG13 in the process of closing. 
Assuming that the process of closing in RG13 passes through the conformations of 
the apo forms of the two RG13 mutants, kinetic characterization of RG13(I329W) and 
RG13(I329W/A96W) suggested that the initial stages of closing do not result in 

30 changes in the BLA domain that substantially affect catalysis. 

Figures 9B-D show steady state kinetic parameters of nitrocefm hydrolysis for 
RG13, RG13(I329W) and RG1 3(1329 W/A96W) in the presence (black bars) or 
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absence (white bars) of saturating concentrations of maltose. Experimental conditions 
were as follows: 100 mM sodium phosphate buffer, pH 7.0 5 25°C. Both k cat and K m 
improved during the intermediate stages of closing, but the majority of the effect on 
K m occurred during the final stages of closing. 

5 

As the magnitude of the allosteric effect was on the same order as that of 
many natural allosteric enzymes, we next examined the biological effects of RG13. 
We found that the switching activity was sufficient to result in an observable 
phenotype: maltose-dependent resistance to ampicillin (Table 8). E. coli cells 
10 expressing RG13 had a minimum inhibitory concentration (MIC) for ampicillin that 
was increased four-fold in the presence of 50 jjM maltose. In contrast, the addition of 
the same concentration of sucrose or glucose to a plate did not affect the MIC (Table 
8). Thus, RG13 serves to couple the previously unrelated functions of ampicillin 

15 Table 8. Ampicillin Resistance of E. coli Cells in the Presence and Absence of 
Maltose. 



Expressed 
Protein 


Minimum Inhibitory Concentration of 
Ampicillin (jo.g/ml)* 


No maltose 


50 (xM maltose 


none 


4 


4 


RG13 


128 


512 


BLA(W208G)f 


32 


32 


BLA 


>2000 


>2000 



^Conditions: DH5a-E cells on LB plates (with or without maltose) incubated at 37°C 
for 20 hours. 

|A mutant of BLA with reduced activity. 

20 

resistance and maltose concentration. E. coli cells expressing RG13 function as a 
growth/no growth sensor for maltose. 

We have shown herein that two unrelated proteins can be systematically 
25 recombined in order to link their respective functions and create molecular switches. 
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A combination of random circular permutation and random domain insertion enabled 
the creation of a MBP-BLA fusion geometry in which conformational changes 
induced upon maltose binding could propagate to the active site of BLA and increase 
BLA enzymatic activity up to 25-fold. The functional coupling of two proteins with 
5 no evolutionary or functional relationship is a powerful strategy for engineering novel 
molecular function. For example, coupling a ligand-binding protein and a protein 
with good signal transduction properties would result in the creation of a molecular 
sensor for the ligand. Furthermore, switches that establish connections between 
cellular components with no previous relationship can result in novel cellular circuitry 
10 and phenotypes. As discussed above, we expect such switches to establish 

connections between molecular signatures of disease (e.g., abnormal concentrations of 
proteins, metabolites, signaling or other molecules) and functions that serve to treat 
the disease (e.g., delivery of drugs, modulation of signaling pathways or modulation 
of gene expression) and therefore possess selective therapeutic properties. 

Example 3. Design Considerations and Properties of Molecular Switches. 

This Example describes design considerations, kinetic properties and 
characteristics of families of molecular switches that can be constructed according to 
the methods of the invention. 

Molecular switch RG13, described above, has a dissociation constant for 
maltose of about 5-6 jjM in the absence of a BLA substrate. In the presence of 
saturating amounts of the substrate carbenicillin, the dissociation constant for maltose 
decreases to about 1 jjM. This shows that the binding of maltose and substrate 
(carbenicillin) are coupled. The coupling energy is on the order of 1 kcal/mol. This is 
consistent with a decrease in K m for nitrocefin in the presence of maltose (See Tables 
9 and 10, supra) 

Switches Responding to a Range of Signal Concentrations 

It is believed that a switch is most useful if the range of the concentration of 
the signal (maltose, in the case of RG13) overlaps with the range of signal 
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concentration that the dependent function responds to. When a ligand-binding protein 
is used as the signal detector and the ligand is the signal, the latter range corresponds 
approximately to the range 0. IK^ - 10 where is the dissociation constant of the 
switch and the signal. This can be seen from the following example. 

In the case of RG13, the velocity of nitrocefin hydrolysis is the dependent 
function. The velocity (v) of nitrocefin hydrolysis depends on the steady state kinetic 
parameters by the Michaelis-Menten (Equation 1). 



where [E]o is the concentration of the switch, [S] is the concentration of nitrocefin and 
&cat and K m are the Michaelis-Menten kinetic parameters. In the absence of maltose, 
the velocity is found by Equation 2 



v J E Uf 7 (2) 

where the superscript "-" designates that the parameters are those when maltose is not 
bound to the switch. In the presence of saturating concentrations of maltose (i.e. 
maltose is bound to all switches; this occurs at very high concentrations of maltose 
relative to the dissociation constant for maltose), the velocity is found by Equation 
20 3: 



where the superscript designates that the parameters are those when maltose is 
bound to the switch. At intermediate concentrations of maltose, the velocity depends 
25 on the fraction of switches that have maltose bound. If we make the approximation 
that the small cooperative effect of maltose- and substrate-binding can be ignored, the 
fraction F of switches that are bound to maltose can be found by Equation 4: 

_JM]_ 
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where [M] is the concentration of maltose. The velocity of nitrocefin hydrolysis is 
thus found by Equation 5: 



5 Equation 5 is true for all concentrations of maltose as it reduces to Equations 2 

and 3 in the limiting cases of no maltose bound and saturating maltose, respectively. 
The fold-increase in the rate of nitrocefin velocity Z is found by dividing the right 
hand side of Equation 5 by the velocity in the absence of maltose to get Equation 6: 

Z = F ^i^^ + (l-F) (6) 

10 

Referring to FIG. 10, Equation 6 is plotted for the case of RG13 hydrolysis of 
25 fiM nitrocefin using a range of different dissociation constants for maltose. More 
particularly, FIG. 10 shows the fold increase in velocity of switch RG13 with 
different dissociation concentrations (AT d ) for maltose. The concentration of nitrocefin 

15 was 25 jiM. The kinetic parameters of RG13 with and without maltose are those 

shown in Table 9. Equation 6 was used to generate the curves. It is apparent that the 
velocity is changing most in the range of one order of magnitude higher or lower than 
the dissociation constant for maltose. The switch is expected to have the largest 
change in the dependent function if the concentration of the signal (maltose in the 

20 case of RG13) changes within this range or changes through this range. Thus, it is 
desirable for the application of molecular switches to create switches with different 
affinities for the signal so as to be useful for different concentration ranges of the 
signal. 

Altering Affinity for Signals 

25 Exemplary switches were created by the method having different affinities for 

maltose. For example switch RG-5-169 (sequence MBP[l-338]-BLA[34-286]- 
GSGGG-BLA[24-29]-MBP[337-370] was created having a K d for maltose (> 1 mM) 
that is much greater than that of RG13 for maltose (1-5 |^M). 
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The affinity of switches for effectors (signals) can also be altered by a variety 
of methods, including rational design and directed evolution methods. As long as the 
resulting altered-affinity switch maintains a conformational change upon binding the 
effector that results in changes the dependent function, switching will be maintained. 
5 For example, mutations known to alter the affinity of the ligand recognition domain 
(for RG13 this is MBP) can be introduced into the switch to create switches with 
altered affinity for the ligand. These mutations consist of those that make direct 
contact with the ligand, those that make contact with residues that make direct contact 
with the ligand and those that are more distal from the binding site pocket. 

10 For instance, as discussed in Example 2, mutations have been made in the 

hinge region of MBP that manipulate the conformational equilibria between the open 
and closed state (Marvin and Hellinga 2001). Residual dipolar couplings have been 
used to establish that the apo forms of these mutants are partially closed relative to the 
apo wildtype MBP with the closure angles being 9.5° and 28.4° for I329W and 

15 A96W/I329W, respectively (the ligand-bound closed form of MBP has a closure 
angle of 35°) (Millet, Hudson et al. 2003). Because partial closing shifts the 
equilibrium towards the ligand-bound state, the I329W mutation results in about a 20- 
fold increase in affinity for maltose and the A96W/I329W double mutant results in a 
60-fold increase in the affinity for maltose compared to wildtype MBP at 25°C 

20 (Marvin and Hellinga 2001). The affinities of MBP, MBP(I329W) and 
MBP(I329W/A96W) are 800 nM, 35 nM and 13 nM, respectively. 

Introduction of the above MBP mutations into RG13 resulted in mutants with 
increased affinity for maltose (Table 9) while still maintaining switching behavior 
(Table 10). In addition, the level of activity in the presence of saturating amounts of 
25 maltose (the "on" state) was not affected by the mutations (Table 10). 



Table 9. Maltose Affinity of RG13-Based Molecular Switches. 



Protein 


Ligand 


K& maltose (|aM) a 


No 
Substrate 5 


25|iM 
nitrocefin c 


Saturating Carbenicillin 


IPF b 


Enzymatic 
ass ay d 


RG13 


maltose 


5.5 ±0.5 


6.7 ± 0.03 


1.3 ±0.5 


0.9 ±0.1 
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RG13 I329W 


maltose 


0.55 ±0.13 


1.0 ±0.04 


nd 


0.11 ±0.01 


RG13 I329W/A96W 


maltose 


nd 


0.17 ±0.02 


nd 


nd 



"Conditions: 100 mM NaCl, 50 mM NaP0 4 , pH 7.0, 25°C 

b Determined by measuring intrinsic protein fluorescence (IPF) as a function of 
maltose concentration. When using IPF at saturating carbenicillin, a 
concentration of 10 mM carbenicillin was used. 



5 c Determined by measuring the initial rate of nitrocefin hydrolysis as a function of 

maltose concentration. 25 \iM nitrocefin is well below the K m of nitrocefin. Thus, 
most molecules of RG13 will not have nitrocefin bound and the effective K& that 
is measured is close to what it would be in the absence of substrate. 

d Determined by measuring the initial rate of carbenicillin hydrolysis as a function of 
10 maltose concentration. A concentration of 1 .5 mM carbenicillin was used, which 

is well above the K m of carbenicillin. Thus, most molecules of RG13 will have 
carbenicillin bound and the AT d that is measured is in the presence of bound 
substrate (carbenicillin). 



1 5 Table 10. Kinetic Parameters of Nitrocefin Hydrolysis 3 of RG13-Based 
Molecular Switches. 



Protein 


Effector 




^cat 

Ratio b 




Km 

Ratio b 


^cat IKm 

(s 1 nM 1 ) 


^cat IJ^m 

Ratio" 


RG13 




200 ± 40 




550 ± 120 




0.37 ± 
0.10 




RG13 I329W 




190 ± 30 




350 ± 60 




0.54 ± 
0.11 




RG13 

I329W/A96 
W 




360 ± 40 




260 ± 40 




1.4 ±0.3 




RG13 


maltose 


620 ± 30 


3.1 ±0.6 


68 ±4 


0.12 ± 
0.03 


9.2 ± 0.7 


25 ±7 


RG13 I329W 


maltose 


590 ± 50 


3.1 ±0.5 


53 ±7 


0.15 ± 
0.03 


11.0 ± 1.8 


20 ±5 


RG13 

I329W/A96 
W 


maltose 


530 ± 20 


1.5 ±0.2 


60 ±4 


0.23 ± 
0.04 


8.9 ±0.8 


6.4 ± 1.3 


RG13 


p-cyclo c 


590 ± 60 


2.9 ± 0.6 


870 ± 90 


1.6 ±0.4 


0.67 ± 
0.10 


1.8 ±0.6 



20 



a Conditions: 100 mM sodium phosphate buffer, pH 7.0, 25°C; concentration of effector is 5 
mM 

b (with effector)/(without effector). 
c p-cyclodextrin 
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From a practical standpoint, the increase in maltose affinity of these hinge 
mutants indicates that ligand-affinity of RG13 can be systematically changed to create 
molecular switches that respond to different concentration ranges of effector while 
still maintaining switching ability and high activity in the presence of the effector. By 
5 increasing the affinity for maltose one increases the sensitivity of the switch (i.e., it 
will switch to a higher level of activity at lower concentrations of maltose). 
Combinations of these affinity- altered switches are expected to behave as a 
composite switch with a high dynamic range. 

10 Example 4. Modified Molecular Switches With Altered Signal Recognition. 

The invention further encompasses methods to alter the specificity of the 
signal recognition domain so that it recognizes other signals. This allows for the 
construction of "modified" molecular switches in which the dependent function 

15 responds to new signals without the need to construct entirely new molecular 
switches. For the example of RG13, in which the signal binding domain is the 
maltose binding protein, these methods can change the ligand to which the switch 
binds. This would allow the construction of molecular switches in which BLA 
activity could be modulated by different ligands. In one aspect of the method, the 

20 identity of the signal to which the switch responds is altered by introducing mutations 
into existing switches. For example, mutations in the signal recognition domain 
already known to alter the ligand-binding specificity can be introduced into the switch 
to create switches that respond to new ligands. For instance, Hellinga and colleagues 
have computationally designed periplasmic binding proteins with radically altered 

25 binding specificities (Looger, Dwyer et al. 2003) including designing MBP to bind 
Zn 2+ (Marvin and Hellinga 2001) instead of maltose. MBP binds maltose with high 
affinity (K^ = 0.8 |iM) but does not bind Zn 2+ . MBP with the A* set of mutations 
(A63H/R66H/Y155E/W340E) has high affinity for Zn 2+ (IQ = 5.1 |iM) and does not 
bind maltose (Marvin and Hellinga 2001). Accordingly, introduction of the A* set of 

30 mutations into a fusion such as RG13 may result in a switch that responds to Zn 2+ but 
not maltose. 
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10 



The signal recognition domain can be altered by rational design or directed 
evolution to bind to new effectors. With respect to testing mutations predicted by 
rational design or screening or selecting libraries created for a directed evolution 
approach, existing switches are used to efficiently test or select for binding to new 
ligands in vivo. For example, E. coli cells expressing the MBP-BLA switch RG13 
from the lac promoter on pDIMC8 have a higher MIC for ampicillin (Amp) in the 
presence of maltose than in their absence (Table 11) because the BLA enzymatic 
activity of RG13 (hydrolysis of ampicillin) is higher in the presence of maltose. Thus, 
for example, mutations created in RG13 (either by rational design or by a stochastic 
or semi-stochastic method) such that mutant forms of RG13 bind another ligand X 
(and behave as a switch) can be screened or selected for in vivo. E. coli producing 
such a new switch will grow at 200 jig/ml Amp in the presence of X but not in the 
absence of X. 



Table 11. Minimum Inhibitory Concentration of Ampicillin fori?, coli Cells 



15 



20 



Supplement to plate 


MIC ampicillin (|ig/ml) 


none 


100 


50 |iiM maltose 


400 


5 mM maltose 


400 



Conditions: LB plates, 37 °C, supplemented with maltose as indicated. Approximately 100 
colony forming units (without ampicillin) per plate. Concentrations of ampicillin tested 
0, 25, 50, 100, 200, 400 and 800 jig/ml. 

Ligands that bind to the signal recognition domain in a different manner have 
different switching ability. This is demonstrated by the fact that p-cyclodextrin, 
which is known to bind to MBP but with a different conformational change 
(Skrynnikov, Goto et al. 2000; Hwang, Skrynnikov et al. 2001), changes the activity 
of the RG13 switch in a different manner than maltose (see Table 10). 



25 Example 5. Creation of Libraries Containing Families of Molecular Switches 

This example describes several strategies, including use of iterative 
approaches, for producing various types of libraries that contain families of related 
molecular switches. 
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Materials and Methods 

MBP-BLA Library Constructions 

Random domain insertion and random circular permutation of the bla gene 
were performed generally as described in Examples above. Libraries designated 2-5 
5 and 7 (having inserts at a particular site in the MBP gene) were constructed as shown 
schematically in FIG. 1 1 . (See also FIGS. 2 and 3 supra for details on construction of 
the circular bla gene, and FIG. 4 for details on preparation of the MBP-containing 
plasmid.) Figure 12 is a schematic diagram showing the construction of Library 6, in 
which a specific circular permuted version of bla was randomly inserted into the 
10 plasmid containing the MBP gene. (See also FIG. 1, left side). 

MBP-BLA Library Selection and Screening 

Libraries were plated on LB plates containing 5 mM maltose at the indicated 
concentrations of ampicillin and incubated at 37°C overnight. From these plates, 
15 colonies were picked to inoculate 1 ml LB media (supplemented with 50 jag/ml 
chloramphenicol and 1 mM IPTG) in 96-well format. Lysates from these cultures 
were assayed for nitrocefin hydrolysis activity in the presence and absence of maltose 
as described above. 

20 Protein Characterization 

His-tagged proteins were purified as described in Examples above. All 
enzymatic assays were performed in the presence of 100 mM sodium phosphate 
buffer, pH 7.0. Enzyme stock was added to 1.9 ml buffer (containing the saccharide, 

25 if desired). After incubation at the desired temperature for 5 minutes, 0.1 ml of 20x 
substrate was added and the absorbance at the appropriate wavelength was recorded 
using the Cary50 UV-VIS spectrophotometer. The wavelengths monitored were as 
follows: nitrocefin (486 nm), carbenicillin (240 nm), ampicillin (235 nm), cefazolin 
(260 nm), cefotaxime (260 nm), and cephalothin (260 nm). Ligand affinity was 

30 determined as described above. The oligomeric state of MBP3 17-347 was determined 
by analysis of size exclusion chromatography data using a pre-packed column of 
superose 6 (Pharmacia, Pscataway, NJ) with a separation range of 5-5000 kDa on a 
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Pharmacia FPLC system. The mobile phase was phosphate buffer at pH 7.0 (0.1 M 
sodium phosphate, 0.15 M NaCl) with or without 5 mM maltose and flow rate was set 
at 0.5 ml/min. Elution peaks were detected by UV absorbance at 254 nm. The 
column was calibrated using ribonuclease A (13.7 kD), albumin (67 kD), aldolase 
5 (158 kD), catalase (232 kD) as molecular weight standards. 

Characteristics of Libraries 
Libraries 2-7 were plated on different levels of ampicillin in the presence of 50 
mM maltose. Colonies that grew were used to inoculate 96-well plates. The resulting 
10 cultures were lysed and assayed at room temperature for nitrocefin hydrolysis in the 
presence and absence of maltose in 96-well format. Library members in which the 
addition of maltose resulted in a 2-fold or greater difference in the rate of nitrocefin 
hydrolysis were chosen for further study. Statistics on all libraries and screening can 
are shown in Tables 12-14. 

15 

Table 12. Library Statistics for Libraries 2-7. 



Library 


Library size (number of 
transformants with bla insert). 


Library 2 (T164-165/DKS) 


0.44 x 10 6 


Library 3 (T164-165/GSGGG) 


1.05 x 10° 


Library 4 (EE/DKS) 


1.03 x 10° 


Library 5 (EE/GSGGG) 


0.30 x 10 6 


Library 6 


0.75 x 10° 


Library 7 


1.16x 10° 



Table 13 shows the number of library members that could grow on plates 
containing different amounts of maltose and ampicillin. Based in part on this 
20 information, colonies from different plates were screened. 

Table 13. Number of Original Transformants Capable of Growth In Presence of 
Ampicillin 
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Library 


Number of original transformants that could grow on. . . 


No Maltose 


50 mM maltose 


Amp 5 


Amp50 


AmpzOO 


Amp 1000 


Amp 5 


Amp50 


AmpzOO 


Amp 1 000 


2 


734 


394 


220 




1098 


515 


182 




3 


o/a 


zy4 




HA 
/4 


/oi 


i a 1 


24U 


oo 


4 


7052 


1747 


1080 




8354 


2414 


1525 




3 


3510 


1159 


298 




4056 


1615 


630 




6 




3138 


383 


64 




4439 


765 


65 


7 




2008 


990 


138 




1806 


1337 


275 



The number of colonies screened from plates containing different amounts of 
maltose and ampicillin is shown in Table 14. Colonies were screened as described in 
the Methods section. For Libraries 2-5 , all switches originated from plates with 50 
mM maltose and 5 |ig/ml ampicillin. For Libraries 6 and 7, all switches originated 
from plates with 50 mM maltose and 200 jig/ml ampicillin. 



Table 14. Number of Colonies Screened* 



Library 


Number of colonies screened from plates containing . . . 


No Maltose 


5 mM maltose 


Amp5 


Amp50 


Amp200 


Amp 1000 


Amp5 


Amp50 


Amp200 


Amp 1000 


2 










96 


672 


80 




3 


96 








192 


576 


384 




4 












576 






5 


288 








864 


768 






6 














576 


192 


7 














1056 





10 



Molecular Switches Isolated from BLA-MBP Libraries 2-7 
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Figure 13 is a schematic depiction of the library construction schemes for 
Libraries 2-7, and of particular switches identified from these libraries. The 
arrowheads indicate the sites of insertion. Multiple arrowheads on one gene indicate 
5 random insertion sites. Dashed arrows indicate a particular switch on which 

successive libraries were based. The magnitude of switching was determined on the 
soluble fraction of cell lysates at room temperature using 50 |iM nitrocefin. For 
switches with a rate increase in the presence of maltose, the ratio is of "with maltose" 
to "without maltose" (indicated by no sign in front of the value). For switches with a 
10 rate decrease with maltose, the rate is of "without maltose" to "with maltose" 
(indicated by a negative sign in front of the value). 

Referring to FIG. 13, five new switches were identified with improved 
switching activity, including one (designated IFG277) in which maltose was a 

15 negative effector. Another switch (designated IFD15) was permuted such that 

residues 168-170 of BLA were tandemly duplicated. Residues 168-170 are part of the 
Q-loop associated with the active site of the enzyme that includes a key catalytic 
residue, Glul66. IFD15 was not a better switch than the other four identified from 
these libraries. However, the fact that BLA could be permuted so near the active site 

20 without elimination of activity, combined with the notion that a connection between 
BLA and MBP near the active site of BLA would be more likely to produce switches 
with superior properties, led us to choose this particular circular permutation of the 
bla gene for Library 6. 

25 Library 6 contained this particular circularly permuted variation of bla 

randomly inserted into the gene for MBP (FIGS. 12, 13). From this library several 
new switches were identified, including BLA1 68-89 in which 22 residues near the C- 
terminus of MBP were deleted. However, the best switches found had BLA inserted 
in the region between residues 316 to 320. BLA1 68-81, whose catalytic activity 

30 increased almost two orders of magnitude in the presence of maltose, had the circular 
permuted BLA inserted in place of residue 317 of MBP. Interestingly, RG13 also 
consists of an insertion in place of residue 317, but with a different circular 
permutation of BLA. 



-81 - 



WO 2005/072392 



PCT/US2005/002633 



To exhaustively explore insertions of circular permuted variants of BLA that 
replace residue 317 of MBP, Library 7 was constructed. For selecting library 
members from Library 7 for further examination, a criterion of 30-fold or better 
5 difference in catalytic activity with maltose was selected. Three switches with 
sequences very similar to BLA1 68-81 were identified from Library 7 (FIG. 13). 

Characterization of Switches 

10 A lOx-His tag was added to the C-terminus of switches MBP3 17-347, 

MBP3 17-639 and BLA1 68-81 and the proteins were purified to >95% purity via 
nickel-affinity chromatography. The enzymatic activity of the switches was 
characterized using the colorimetric substrate nitrocefin (FIG. 14). Figure 14A shows 
hydrolysis of 80 jitM nitrocefin by 27 nM MBP3 17-347 in the presence and absence 

15 of maltose at 25 °C. More particularly, the reaction was started by the addition of 
nitrocefin at time zero to samples lacking (solid lines) or containing (dashed line) 5 
mM maltose. For the reaction traced by the solid grey line, 5 mM maltose was added 
to the reaction at about 6 minutes. As can be seen in Figure 14A, the rate of nitrocefin 
hydrolysis was profoundly affected by maltose. Only sugars known to bind MBP 

20 were effectors; sucrose, galactose and lactose had no effect on the rate of hydrolysis. 

In none of the three switches did enzymatic activity obeyed Michaelis-Menten 
kinetics. In the absence of maltose, catalysis was characterized by a small burst 
lasting on the order of several minutes followed by a slower steady state rate (Figure 

25 14B). Figure 14B shows the same data as FIG. 14A with a narrower range of 

absorbance shown. The grey line is the background rate of nitrocefin hydrolysis in 
the absence of enzyme. The size of the burst was much greater than 1 mol 
product/mol of enzyme and was consistent with a branched pathway mechanism 
involving substrate induced progressive inactivation (Waley, S.G., 1991). Such 

30 kinetics have been observed previously in class A P-lactamases on substrates with 

bulky side chain substituents (Citri et al., 1976) that orient towards the Q-loop (Chen 
et al., 1993; Strynadka et al., 1992) as well as in mutants of Staphylococcus aureus 
PCI p-lactamase in which the Q-loop has been perturbed (Chen et al., 1999). Similar 
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burst kinetics were seen in the presence of maltose; thus substrate-induced 
inactivation cannot be an explanation for the compromised activity in the absence of 
maltose. 

5 Preliminary characterization indicated that switch MBP3 1 7-347 had the 

largest switching activity, and this switch was characterized in more detail. In order 
to get an effective measure of the difference in catalytic activity between with and 
without maltose, the amount of time necessary to convert half of the substrate to 
product was characterized as a function of switch concentration and nitrocefin 

10 concentration (FIG. 14C). Because the catalytic activities with and without maltose 
differed so greatly, there was only a limited protein concentration range in which both 
activities could be measured. In this range, the amount of time necessary to convert 
half the substrate to product was 240-590 times greater in the absence of maltose than 
in its presence. More particularly, FIG. 13C shows the time necessary for MBP317- 

1 5 347 to convert half of the nitrocefin to product at 25°C as a function of nitrocefin 
concentration, maltose and MBP3 17-347 concentration. Squares indicate 5 jjM 
nitrocefin; circles indicate 100 jjM nitrocefin; filled symbols indicate with maltose; 
open symbols indicate without maltose. 

20 Referring to FIG. 14D, it was seen that the effect of temperature and substrate 

on switching activity was complex, with no clear trend. Figure 14D shows the ratio 
of time necessary for MBP3 17-347 to convert half of substrate to product in the 
absence of maltose to that in the presence of maltose as a function of substrate and 
temperature. White bars indicate 25°C; black bars indicate 37°C. Concentrations of 

25 MBP3 1 7-347/concentration of substrate are: ampicillin (113 nM/200 jjM), 

carbenicillin, (453 nM/200 ^iM), cefazolin (113 nM/200 jaM), cefotaxime (453 
nM/100 jaM), cephalothin (226 nM/150 jaM), and nitrocefin (22.6 nM/100 jaM) 
Interestingly, the effect of switching the temperature from 25 to 37 °C was a uniform ~2- 
fold decrease in activity in the presence of maltose, whereas the effect in the absence of 

30 maltose ranged from a 3.5-fold increase to a 23-fold decrease in activity. 

The oligomeric state of switch MBP3 17-347 at 25°C was investigated using 
size exclusion chromatography. This analysis was consistent with a monomer-dimer 
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equilibrium with a dissociation constant of about 5 |iM in the absence of maltose and 
about 20 \xM in the presence of maltose. The importance of the dimerization and its 
minor maltose-dependence to the switching activity is likely minimal - the difference 
in activity between with and without maltose does not have a significant dependence 
5 on protein concentration (Figure 14C) and all the protein concentrations assayed are 
well-below the dissociation constant of the dimer. 

Example 6. Creation of Molecular Switches Binding Novel Ligands. 

10 Creation of Ligand-binding Site Library in MBP31 7-347 (Library SB 3) 

A library of variants of MBP3 17-347 was constructed in which each of the 
codons coding for the five positions (D14, K15, W62, El 11, and W230) was 
completely random. Five sets of primers (in which the above codons were varied as 
15 5'-NNK-3') were used to amplify fragments of the MBP3 17-347 gene. Sequences of 
primers for creating Library SB3 are as shown. 
Primer set #1 

DIMC8Malfor 5'-GGACCAGGATCCATGAAAATAAAAACAGGT-3'(SEQ ID NO:) 
MBP1415rev 5 ' -GCCGTTAATCCAGATTAC-3 ' (SEQ ID NO:26) 
20 Primer set #2 

MBP1415for 5 9 - 

GTAATCTGGATTAAGGCNNKNNKGGCTATAACGGTCTCGCT-3' 
(SEQ ID NO:27) 

MBP62rev 5'-GAAGATAATGTCAGGGCC-3' (SEQ ED NO:28) 
25 Primer set #3 

MBP62for 5 ' -GGCCCTGAC ATTATCTTCNNKGC AC ACGACCGCTTTGGT-3 ' 
(SEQ ID NO:29) 

MBP1 1 lrev 5 9 - AACAGCGATCGGGTAAGC-3 ' (SEQ ID NO:30) 
30 Primer set #4 
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10 



MBP1 1 lfor 5 '-GCTTACCCGATCGCTGTTNNKGCGTTATCGCTGATTTAT-3 ' 
(SEQIDNO:31) 

MBP230rev 5 9 -CGGGCCGTTGATGGTC AT-3 5 (SEQ ID NO:32) 
Primer set #5 

MBP230for 5'-ATGACCATCAACGGCCCGNNKGCATGGTCCAACATCGAC-3 5 
(SEQ ID NO:33) 

DIMC8Malback 5 ' -ATCCGGACTAGTAGGCCTTTACTTGGTGATACGAGT -3' 
(SEQ ID NO:34) 

These fragments were assembled into a full gene by overlap extension PCR in 
a single PCR reaction. The assembled gene library was inserted between the BamHI 
and Spel sites of pDIM-C8 to create a library of 1.58 x 10 7 transformants. 



15 



Selection and Screening of Library SB3 



The library was plated on LB plates containing 256 |ag/ml ampicillin and 
various amounts of sucrose as shown in Table 15. The number of transformants in the 
original library that could grow under these conditions was determined by the product 
20 of frequency of colonies that grew and the number of transformants in the library 

(1.575 x 10 7 ). Individual colonies were screened as described in the Methods section 
for the MBP-BLA libraries except that sucrose was used instead of maltose. The 
number of colonies screened from the different plate types is shown in Table 15. 



25 Table IS. Analysis of Library BS3 



Quantity 


Sucrose on plate 


none 


0.5 mM 


5 mM 


50 mM 


Transformants that can grow 
on 256 |a.g/ml Amp 


220 


255 


372 


>886 


Colonies screened 




369 


46 


170 



Switch MBP3 17-347, described above, conferred upon E. coli cells a maltose- 
dependent ampicillin resistance phenotype. The MIC at 37 °C for cells plated on 
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media containing 5 mM maltose was 512 jag/ml, which was four- fold higher than the 
MIC on plates lacking maltose. Other sugars, including sucrose, had no effect on the 
MIC. The only four-fold difference in MIC was somewhat surprising considering the 
much large effect of maltose on p-lactam hydrolysis in vitro. 

5 

Switch MBP3 17-347 connects the presence of a ligand (i.e., maltose) to a 
growth/no growth phenotype when cells producing MBP3 17-347 are plated on P- 
lactam antibiotics. We sought to exploit this phenotype to create switches that 
respond to new effectors (FIG. 15). We reasoned that if the maltose-binding site of 
10 the switch was altered such that it bound a new ligand, and if binding of this new 
ligand induced a similar conformational change in the switch, then the P-lactamase 
activity of the switch would increase to a higher level of activity. Thus, from a library 
in which the maltose-binding site of the switch was randomized, one could select for 
those members that bound a new ligand by plating in the presence of the new ligand 
on plates containing a level of p-lactam antibiotic that was not permissive for growth 
in the absence of the old ligand. We also predicted that once mutations necessary to 
convert the maltose switch into one for the new ligand were identified, introduction of 
these mutations into MBP would result in a binding protein for the new ligand (FIG. 
15). 

This was tested by attempting to convert MBP3 17-347 into a switch that 
responds to sucrose. Maltose is a disaccharide of glucose whereas sucrose is a 
disaccharide of glucose and fructose. Neither MBP nor MBP3 17-347 show any 
detectable binding of sucrose (AT d » 50 mM). By inspection of the crystal structure 
of MBP bound to maltose, we identified five residues proximal to the glucose that is 
replaced with fructose in sucrose: D14, K15, W62, El 1 1, and W230. A library of 
variants of MBP3 17-347, in which each of the five positions was randomized using 
5'-NNK-3' for each codon, was created by overlap extension that consisted of 1.58 x 
10 7 transformants (with a theoretical degeneracy on the protein level of 4.08 x 10 6 ). 
This library was plated at 37 °C in the presence of 256 |ag/ml ampicillin and 
increasing concentrations of sucrose. 
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In the absence of sucrose, the frequency of library members that grew was 
-1 .6 x 10" 5 . We speculate that these false positives result from mutations that increase 
the production of the switch or alleviate the deficiency in ampicillin hydrolysis in the 
absence of bound ligand. The frequency of colonies on plates with 500 \xM sucrose 
5 was not statistically different than that on plates with no maltose. However the 

frequencies of colonies growing at 5 mM and 50 mM sucrose were -2.6 x 10" 5 and > 
6 x 10" 5 , respectively. 

Colonies (arising from the first library) from plates containing 256 |ig/ml 
10 ampicillin containing 500 yiM sucrose or 50 mM sucrose were used to inoculate 96- 
well plates. Lysates of these cultures were screened (using the 96-well nitrocefin 
assay) for those members for which the rate of nitrocefin hydrolysis increased in the 
presence of 5 mM sucrose. Two library members (designated 5-7 and 6-47) were 
found to respond to sucrose from the 500 yM sucrose plate (Table 15). Many library 
15 members that grew on the 50 mM sucrose plate were found to respond to sucrose. 
These were further screened for those that responded to lower levels of sucrose 
resulting in the identification of two more sucrose switches (designated 1-59 and 1- 
68). 

Table 16. Sequences, Ligand Affinity and Switching Activity of Engineered 
20 Proteins. 



Protein 


Amino acid number 


K a for ligand (jiM) at 25°C in presence of 


Switching 0 


No substrate* 


5 nM nitrocefin 1 ' 


14 


15 


62 


111 


230 


Sucrose 


Maltose 


Sucrose 


Maltose 


MBP317 
-347 


D 


K 


W 


E 


W 


nb d 


0.5 ±0.1 


nb d 


1.9 ±0.2 


240 


5-7 


L 


F 


Y 


Y 


w 


0.7 ±0.1 


23 ± 13 


6.7 ± 0.2 


35 ±5 


82 


6-47 


L 


Q 


Y 


Q 


w 






220 ± 10 


3.2 ±0.3 


91 


l-59 e 


K 


E 


Y 


R 


w 






340 ± 20 


44 ±2 


28 


l-68 e 


L 


E 


Y 


R 


w 










32 


SBP(5-7) 


L 


F 


Y 


Y 


w 


6.6 ± 0.6 


24 ±4 


n/a 


n/a 


n/a 


MBP 


D 


K 


W 


£ 


w 


nb d 


1 


n/a 


n/a 


n/a 
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Abbreviations; nb, no binding; n/a, not applicable 

a Dissociation constants determined by change in intrinsic protein fluorescence as a 
function of ligand concentration (Hall et al., 1997). 

5 b Apparent dissociation constants in the presence of nitrocefin were calculated using 
change in initial rates of nitrocefin hydrolysis as a function of ligand concentration 2 . 

c Ratio (without ligand to with ligand) of time necessary to hydrolyze one-half of the 
substrate (100 jaM nitrocefin; 25 °C; 20 nM protein; saturating ligand concentration). 
The ligand used was sucrose except maltose was used for MBP3 17-347. For 1-59 and 1- 
10 68, ligand affinity and switching was determined in the soluble fraction of cell lysates, so 
the exact protein concentration is unknown. 

d No binding can be detected. K<j » 50 mM. 

Characterized in the soluble fraction of cell lysates 

1 5 Characterization of Sucrose Switches 

A lOx-His tag was added to the C-terminus of switches 5-7 and 6-47, 
described above, and the proteins were purified to >95% purity via nickel-affinity 
chromatography. The binding to sucrose and to maltose was characterized by two 

20 different methods. Intrinsic protein fluorescence (Hall et al., 1997) was used to 
directly determine a for the ligand. Switch 6-47 showed too little change in 
fluorescence upon incubation with sucrose or maltose, presumably in part due to the 
W62Y mutation. An apparent Kd was estimated using the effect of the ligand on the 
initial rate of nitrocefin hydrolysis (Guntas et al., 2004). This was performed at both 

25 low and high substrate to illustrate how the presence of bound nitrocefin has a 

negative effect on ligand binding; thus, the presence of bound ligand has a negative 
effect on substrate binding. Since sucrose-binding results in an increase in catalytic 
activity, large increases in the rates of the catalytic steps in the presence of sucrose 
must compensate for the decreased substrate affinity. 

30 

All of the switches still retained significant maltose affinity, with 5-7 being the 
switch with both the highest affinity for sucrose (AT d = 0.7 jliM) and the highest 
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specificity for sucrose over maltose (33-fold higher affinity for sucrose). No binding 
or switching in response to lactose or galactose was observed. Sucrose and maltose 
increased P-lactamase activity of by equal amounts. However, the switching 
magnitude (ratio of activity with and without maltose) was less than that observed in 
5 the parental maltose switch MBP3 17-347. The reasons for this were examined in 5-7. 
In the absence of either sucrose or maltose, 5-7's activity was about 3 -fold higher than 
MBP317-347's. The measured activity of 5-7 and MBP317-347 in the presence of 
bound ligand did not differ significantly. This suggests that the apo form of 5-7 is 
less compromised than MBP3 17-347 in nitrocefin hydrolysis activity and that the 
10 conformation of 5-7 bound to maltose or sucrose is the same - at least as far as its 
effect on 5-7's p-lactamase activity. 

Creation of a Sucrose Binding Protein (SBP) 

15 The D14L, K15F, W62Y and El 1 1Y mutations of sucrose switch 5-7 were 

introduced into a His-tag version of MBP to create SBP. SBP was purified to >95% 
purity via nickel-affinity chromatography. The affinity of SBP for maltose was the 
same as that of sucrose switch 5-7 but the affinity for sucrose was decreased by about 
10-fold. Still, SBP maintained a 4-fold preference for sucrose. The conversion of 

20 MBP to SBP represents a »10 6 conversion in binding specificity. 

Example 7. Exemplary Molecular Switches. 

This example provides nucleic acid and amino acid sequences of several 
25 exemplary molecular switches according to the invention. 

Switch BLA1 68-81 : 

Nucleic Acid Sequence: (SEQ ID NO: 35) 

atgaaaataaaaacaggtgcacgcatcctcgcattatccgcattaacgacgatgatgttttccgcctcggctctcgccaaaat 
30 cgaagaaggtaaactggtaatctggattaacggcgataaaggctataacggtctcgctgaagtcggtaagaaattcgagaa 
agataccggaattaaagtcaccgttgagcatccggataaactggaagagaaattcccacaggttgcggcaactggcgatg 
gccctgacattatcttctgggcacacgaccgctttggtggctacgctcaatctggcctgttggctgaaatcaccccggacaa 
agcgttccaggacaagctgtatccgtttacctgggatgccgtacgttacaacggcaagctgattgcttacccgatcgctgttg 
aagcgttatcgctgatttataacaaagatctgctgccgaacccgccaaaaacctgggaagagatcccggcgctggataaag 
35 aactgaaagcgaaaggtaagagcgcgctgatgttcaacctgcaagaaccgtacttcacctggccgctgattgctgctgacg 
ggggttatgcgttcaagtatgaaaacggcaagtacgacattaaagacgtgggcgtggataacgctggcgcgaaagcggg 
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tctgaccttcctggttgacctgattaaaaacaaacacatgaatgcagacaccgattactccatcgcagaagctgcctttaataa 
aggcgaaacagcgatgaccatcaacggcccgtgggcatggtccaacatcgacaccagcaaagtgaattatggtgtaacg 
gtactgccgaccttcaagggtcaaccatccaaaccgttcgttggcgtgctgagcgcaggtattaacgccgccagtccgaac 
aaagagctggcgaaagagttcctcgaaaactatctgctgactgatgaaggtctggaagcggttaataaagacaaaccgctg 
5 ggtgccgtagcgctgaagtcttacgaggaagagttggcgaaagatccacgtAATGAAGCCATACCAAAC 
GACGAGCGTGACACCACGATGCCTGCAGCAATGGCAACAACGTTGCGCAA 
ACTATTAACTGGCGAACTACTTACTCTAGCTTCCCGGCAACAATTAATAGA 
CTGGATGGAGGCGGATAAAGTTGCAGGACCACTTCTGCGCTCGGCCCTTC 
CGGCTGGCTGGTTTATTGCTGATAAATCTGGAGCCGGTGAGCGTGGGTCTC 

1 0 GCGGTATC ATTGCAGC ACTGGGGCCAGATGGTAAGCCCTCCCGTATCGTA 
GTTATCTACACGACGGGGAGTCAGGCAACTATGGATGAACGAAATAGACA 
GATCGCTGAGATAGGTGCCTCACTGATTAAGCATTGGGACAAGAGCCACC 
CAGAAACGCTGGTGAAAGTAAAAGATGCTGAAGATCAGTTGGGTGCACG 
AGTGGGTTACATCGAACTGGATCTCAACAGCGGTAAGATCCTTGAGAGTT 

1 5 TTCGCCCCGAAGAACGTTTTCC AATGATGAGC ACTTTTAAAGTTCTGCTAT 
GTGGCGCGGTATTATCCCGTGTTGACGCCGGGCAAGAGCAACTCGGTCGC 
CGCATACACTATTCTCAGAATGACTTGGTTGAGTACTCACCAGTCACAGA 
AAAGCATCTTACGGATGGCATGACAGTAAGAGAATTATGCAGTGCTGCCA 
TAACCATGAGTGATAACACTGCGGCCAACTTACTTCTGACAACGATCGGA 

20 GGACCGAAGGAGCTAACCGCTTTTTTGCACAACATGGGGGATCATGTAAC 
TCGCCTTGATCGTTGGGAACCGGAACTGAATGAAGCCgccgccaccatggaaaacgc 
ccagaaaggtgaaatcatgccgaacatcccgcagatgtccgctttctggtatgccgtgcgtactgcggtgatcaacgccgc 
cagcggtcgtcagactgtcgatgaagccctgaaagacgcgcagactcgtatcaccaagtaa 

Amino Acid Sequence: (SEQ ID NO: 36) 

25 

MKIKTGARILALSA.LTTMMFSASALAKIEEGKLVIWINGDKGYNGLAEVG 
KKFEKDTGIKVTVEHPDKLEEKFPQVAATGDGPDIIFWAHDRFGGYAQSG 
LLAEITPDKAFQDKLYPFTWT>AVRYNGKLIAYPIAVEALSLIYNKDLLPN 
PPKTWEEIPALDKELKAKGKSALMFNLQEPYFTWPLIAADGGYAFKYENG 

30 KYDIKDVGVDNAGAKAGLTFLVDLIKNKHMNADTDYSIAEAAFNKGETAM 
TINGPWAWSNIDTSKVNYGVTVLPTFKGQPSKPFVGVLSAGINAASPNKE 
LAKEFLENYLLTDEGLEAVNKDKPLGAVALKSYEEELAKDPRNEAIPNDE 
P.DTTMPAAMATTLRKLLTGELLTLASRQQLIDWMEADKVAGPLLRSALPA 
GWFIADKSGAGERGSRGIIAALGPDGKPSRWVrVTTGSQATMDERNRQI 

35 AEIGASLIKHWDKSHPETLVKVKDAEDQLGARVGYIELDLNSGKILESFR 
PEERFPMMSTFKVLLCGAVLSRVDAGQEQLGRRIHYSQNDLVEYSPVTEK 
HLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAFLHNMGDHVTR 
LDRWEPELNEAAATMENAQKGEIMPNIPQMSAFWYAVRTAVINAASGRQT 
VDEALKDAQTRITK 

40 

Switch MBP 317-347 : 

Nucleic Acid Sequence: (SEQ ID NO: 37) 

atgaaaataaaaacaggtgcacgcatcctcgcattatccgcattaacgacgatgatgttttccgcctcggctctcgccaaaat 
45 cgaagaaggtaaactggtaatctggattaacggcgataaaggctataacggtctcgctgaagtcggtaagaaattcgagaa 
agataccggaattaaagtcaccgttgagcatccggataaactggaagagaaattcccacaggttgcggcaactggcgatg 



-90- 



WO 2005/072392 



PCT/US2005/002633 



gccctgacattatcttctgggcacacgaccgctttggtggctacgctcaatctggcctgttggctgaaatcaccccggacaa 
agcgttccaggacaagctgtatccgtttacctgggatgccgtacgttacaacggcaagctgattgcttacccgatcgctgttg 
aagcgttatcgctgatttataacaaagatctgctgccgaacccgccaaaaacctgggaagagatcccggcgctggataaag 
aactgaaagcgaaaggtaagagcgcgctgatgttcaacctgcaagaaccgtacttcacctggccgctgattgctgctgacg 
5 ggggttatgcgttcaagtatgaaaacggcaagtacgacattaaagacgtgggcgtggataacgctggcgcgaaagcggg 
tctgaccttcctggttgacctgattaaaaacaaacacatgaatgcagacaccgattactccatcgcagaagctgcctttaataa 
aggcgaaacagcgatgaccatcaacggcccgtgggcatggtccaacatcgacaccagcaaagtgaattatggtgtaacg 
gtactgccgaccttcaagggtcaaccatccaaaccgttcgttggcgtgctgagcgcaggtattaacgccgccagtccgaac 
aaagagctggcgaaagagttcctcgaaaactatctgctgactgatgaaggtctggaagcggttaataaagacaaaccgctg 

10 ggtgccgtagcgctgaagtcttacgaggaagagttggcgaaagatccacgtGCCATACCAAACGACGAG 
CGTGACACCACGATGCCTGCAGCAATGGCAACAACGTTGCGCAAACTATT 
AACTGGCGAACTACTTACTCTAGCTTCCCGGCAACAATTAATAGACTGGA 
TGGAGGCGGATAAAGTTGCAGGACCACTTCTGCGCTCGGCCCTTCCGGCT 
GGCTGGTTTATTGCTGATAAATCTGGAGCCGGTGAGCGTGGGTCTCGCGG 

1 5 TATC ATTGC AGC ACTGGGGCCAGATGGTAAGCCCTCCCGTATCGTAGTTAT 
CTACACGACGGGGAGTCAGGCAACTATGGATGAACGAAATAGACAGATC 
GCTGAGATAGGTGCCTCACTGATTAAGCATTGGGACAAGAGCCACCCAGA 
AACGCTGGTGAAAGTAAAAGATGCTGAAGATCAGTTGGGTGCACGAGTG 
GGTTACATCGAACTGGATCTCAACAGCGGTAAGATCCTTGAGAGTTTTCG 

20 CCCCGAAGAACGTTTTCCAATGATGAGCACTTTTAAAGTTCTGCTATGTGG 
CGCGGTATTATCCCGTGTTGACGCCGGGCAAGAGCAACTCGGTCGCCGCA 
TACACTATTCTCAGAATGACTTGGTTGAGTACTCACCAGTCACAGAAAAG 
CATCTTACGGATGGCATGACAGTAAGAGAATTATGCAGTGCTGCCATAAC 
CATGAGTGATAACACTGCGGCCAACTTACTTCTGACAACGATCGGAGGAC 

25 CGAAGGAGCTAACCGCTTTTTTGCACAACATGGGGGATCATGTAACTCGC 
CTTGAT 

CGTTGGGAACCGGAACTGAATGAAGCCgccgccaccatggaaaacgcccagaaaggtgaaat 
catgccgaacatcccgcagatgtccgctttctggtatgccgtgcgtactgcggtgatcaacgccgccagcggtcgtcagac 
tgtcgatgaagccctgaaagacgcgcagactcgtatcaccaagtaa 

30 Amino Acid Sequence: (SEQ ID NO: 38) 

M KIKTG ARIL ALS A LTTM M FS AS A LAKIEEGKL VIWINGDKG YNGLAE VGKK 
FEKDTGIKVTVEHPDKLEEKFPQVAATGDGPDIIFWAHDRFGGYAQSGLLAEI 
TPDKAFQDKLYPFTWDAVRYNGKLIAYPIAVEALSLIYNKDLLPNPPKTWEEI 
PALDKELKAKGKSALMFNLQEPYFTWPLIAADGGYAFKYENGKYDIKDVGV 

3 5 DN AG AKAGLTFL VDLIKNKHMN ADTD YSI AE AAFNKGET AMTINGP W A WSN 
IDTSKVNYGVTVLPTFKGQPSKPFVGVLSAGINAASPNKELAKEFLENYLLTD 
EGLEAVNKDKPLGAVALKSYEEELAKDPRAIPNDERDTTMPAAMATTLRKLL 
TGELLTLASRQQLIDWMEADKVAGPLLRSALPAGWFIADKSGAGERGSRGIIA 
ALGPDGKPSRJVVIYTTGSQATMDERNRQIAEIGASLIKHWDKSHPETLVKVK 

40 DAEDQLGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRVDAG 
QEQLGRRIHYSQNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLL 
TTIGGPKELTAFLHNMGDHVTRLDRWEPELNEAAATMENAQKGE1MPNIPQ 
MSAFWYAVRTAVINAASGRQTVDEALKDAQTRITK 



45 Switch MBP 317-639 : 

Nucleic Acid Sequence: (SEQ ID NO: 39) 
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atgaaaataaaaacaggtgcacgcatcctcgcattatccgcattaacgacgatgatgttttccgcctcggctctcgccaaaat 
cgaagaaggtaaactggtaatctggattaacggcgataaaggctataacggtctcgctgaagtcggtaagaaattcgagaa 
agataccggaattaaagtcaccgttgagcatccggataaactggaagagaaattcccacaggttgcggcaactggcgatg 
gccctgacattatcttctgggcacacgaccgctttggtggctacgctcaatctggcctgttggctgaaatcaccccggacaa 
5 agcgttccaggacaagctgtatccgtttacctgggatgccgtacgttacaacggcaagctgattgcttacccgatcgctgttg 
aagcgttatcgctgatttataacaaagatctgctgccgaacccgccaaaaacctgggaagagatcccggcgctggataaag 
aactgaaagcgaaaggtaagagcgcgctgatgttcaacctgcaagaaccgtacttcacctggccgctgattgctgctgacg 
ggggttatgcgttcaagtatgaaaacggcaagtacgacattaaagacgtgggcgtggataacgctggcgcgaaagcggg 
tctgaccttcctggttgacctgattaaaaacaaacacatgaatgcagacaccgattactccatcgcagaagctgcctttaataa 

10 aggcgaaacagcgatgaccatcaacggcccgtgggcatggtccaacatcgacaccagcaaagtgaattatggtgtaacg 
gtactgccgaccttcaagggtcaaccatccaaaccgttcgttggcgtgctgagcgcaggtattaacgccgccagtccgaac 
aaagagctggcgaaagagttcctcgaaaactatctgctgactgatgaaggtctggaagcggttaataaagacaaaccgctg 
ggtgccgtagcgctgaagtcttacgaggaagagttggcgaaagatccacgtCCAAACGACGAGCGTGAC 
ACCACGATGCCTGCAGCAATGGCAACAACGTTGCGCAAACTATTAACTGG 

1 5 CGAACTACTTACTCTAGCTTCCCGGCAAC AATTAATAGACTGGATGGAGG 
CGGATAAAGTTGCAGGACCACTTCTGCGCTCGGCCCTTCCGGCTGGCTGGT 
TTATTGCTGATAAATCTGGAGCCGGTGAGCGTGGGTCTCGCGGTATCATTG 
CAGCACTGGGGCCAGATGGTAAGCCCTCCCGTATCGTAGTTATCTACACG 
ACGGGGAGTCAGGCAACTATGGATGAACGAAATAGACAGATCGCTGAGA 

20 TAGGTGCCTCACTGATTAAGCATTGGGACAAGAGCCACCCAGAAACGCTG 
GTGAAAGTAAAAGATGCTGAAGATCAGTTGGGTGCACGAGTGGGTTACAT 
CGAACTGGATCTCAACAGCGGTAAGATCCTTGAGAGTTTTCGCCCCGAAG 
AACGTTTTCCAATGATGAGCACTTTTAAAGTTCTGCTATGTGGCGCGGTAT 
TATCCCGTGTTGACGCCGGGCAAGAGCAACTCGGTCGCCGCATACACTAT 

25 TCTCAGAATGACTTGGTTGAGTACTCACCAGTCACAGAAAAGCATCTTAC 
GGATGGCATGACAGTAAGAGAATTATGCAGTGCTGCCATAACCATGAGTG 
ATAACACTGCGGCCAACTTACTTCTGACAACGATCGGAGGACCGAAGGAG 
CTAACCGCTTTTTTGCACAACATGGGGGATCATGTAACTCGCCTTGATCGT 
TGGGAACCGGAACTGAATGAAGCCgccgccaccatggaaaacgcccagaaaggtgaaatcatgc 

30 cgaacatcccgcagatgtccgctttctggtatgccgtgcgtactgcggtgatcaacgccgccagcggtcgtcagactgtcg 
atgaagccctgaaagacgcgcagactcgtatcaccaagtaa 

Amino Acid Sequence: (SEQ ID NO: 40) 

MKIKTGARILALSALTTMMFSASALAKIEEGKLVIWINGDKGYNGLAEVGKK 
FEKDTGIKVTVEHPDKLEEKFPQVAATGDGPDIIFWAHDRFGGYAQSGLLAEI 

35 TPDKAFQDKLYPFTWDAVRYNGKLIAWIAVEALSLIYNKDLLPNPPKTWEEI 
PALDKELKAKGKSALMFNLQEPYFTWPLIAADGGYAFKYENGKYDIKDVGV 
DNAGAKAGLTFLVDLIKNKHMNADTDYSIAEAAFNKGETAMTINGPWAWSN 
IDTSKVNYGVTVLPTFKGQPSKPFVGVLSAGINAASPNKELAKEFLENYLLTD 
EGLEAVNKDKPLGAVALKSYEEELAKDPRPNDEPO)TTMPAAMATTLRKLLT 

40 GELLTLASRQQLIDWMEADKVAGPLLRSALPAGWFIADKSGAGERGSRGIIA 
ALGPDGKPSRTVVIYTTGSQATMDERNRQIAEIGASLIKHWDKSHPETLVKVK 
DAEDQLGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRVDAG 
QEQLGRRIHYSQNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLL 
TTIGGPKELTAFLHNMGDHVTRLDRWEPELNEAAATMENAQKGEIMPNIPQ 

45 MSAFWYAVRTAVINAASGRQTVDEALKDAQTRITK 
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Switch MBP 317-694 : 

Nucleic Acid Sequence: (SEQ ID NO: 41) 

atgaaaataaaaacaggtgcacgcatcctcgcattatccgcattaacgacgatgatgttttccgcctcggctctcgccaaaat 
cgaagaaggtaaactggtaatctggattaacggcgataaaggctataacggtctcgctgaagtcggtaagaaattcgagaa 
5 agataccggaattaaagtcaccgttgagcatccggataaactggaagagaaattcccacaggttgcggcaactggcgatg 
gccctgacattatcttctgggcacacgaccgctttggtggctacgctcaatctggcctgttggctgaaatcaccccggacaa 
agcgttccaggacaagctgtatccgtttacctgggatgccgtacgttacaacggcaagctgattgcttacccgatcgctgttg 
aagcgttatcgctgatttataacaaagatctgctgccgaacccgccaaaaacctgggaagagatcccggcgctggataaag 
aactgaaagcgaaaggtaagagcgcgctgatgttcaacctgcaagaaccgtacttcacctggccgctgattgctgctgacg 

10 ggggttatgcgttcaagtatgaaaacggcaagtacgacattaaagacgtgggcgtggataacgctggcgcgaaagcggg 
tctgaccttcctggttgacctgattaaaaacaaacacatgaatgcagacaccgattactccatcgcagaagctgcctttaataa 
aggcgaaacagcgatgaccatcaacggcccgtgggcatggtccaacatcgacaccagcaaagtgaattatggtgtaacg 
gtactgccgaccttcaagggtcaaccatccaaaccgttcgttggcgtgctgagcgcaggtattaacgccgccagtccgaac 
aaagagctggcgaaagagttcctcgaaaactatctgctgactgatgaaggtctggaagcggttaataaagacaaaccgctg 

15 ggtgccgtagcgctgaagtcttacgaggaagagttggcgaaagatccacgtATACCAAACGACGAGCGT 
GACACCACGATGCCTGCAGCAATGGCAACAACGTTGCGCAAACTATTAAC 
TGGCGAACTACTTACTCTAGCTTCCCGGCAACAATTAATAGACTGGATGG 
AGGCGGATAAAGTTGCAGGACCACTTCTGCGCTCGGCCCTTCCGGCTGGC 
TGGTTTATTGCTGATAAATCTGGAGCCGGTGAGCGTGGGTCTCGCGGTATC 

20 ATTGCAGCACTGGGGCCAGATGGTAAGCCCTCCCGTATCGTAGTTATCTAC 
ACGACGGGGAGTCAGGCAACTATGGATGAACGAAATAGACAGATCGCTG 
AGATAGGTGCCTCACTGATTAAGCATTGGGACAAGAGCCACCCAGAAACG 
CTGGTGAAAGTAAAAGATGCTGAAGATCAGTTGGGTGCACGAGTGGGTTA 
CATCGAACTGGATCTCAACAGCGGTAAGATCCTTGAGAGTTTTCGCCCCG 

25 AAGAACGTTTTCCAATGATGAGCACTTTTAAAGTTCTGCTATGTGGCGCGG 
TATTATCCCGTGTTGACGCCGGGCAAGAGCAACTCGGTCGCCGCATACAC 
TATTCTCAGAATGACTTGGTTGAGTACTCACCAGTCACAGAAAAGCATCTT 
ACGGATGGCATGACAGTAAGAGAATTATGCAGTGCTGCCATAACCATGAG 
TGATAACACTGCGGCCAACTTACTTCTGACAACGATCGGAGGACCGAAGG 

30 AGCTAACCGCTTTTTTGCACAACATGGGGGATCATGTAACTCGCCTTGATC 
GTTGGGAACCGGAACTGAATGAAGCCgccgccaccatggaaaacgcccagaaaggtgaaatca 
tgccgaacatcccgcagatgtccgctttctggtatgccgtgcgtactgcggtgatcaacgccgccagcggtcgtcagactgt 
cgatgaagccctgaaagacgcgcagactcgtatcaccaagtaa 

Amino Acid Sequence: (SEQ ID NO: 42) 

35 MKI KTG ARI LA LS ALTTMMFS AS ALAKIEEGKLVIWINGDKGYNGLAE VGKK 
FEKDTGIKVTVEHPDKLEEKFPQVAATGDGPDIIFWAHDRFGGYAQSGLLAEI 
TPDKAFQDKLYPFTWDAVRYNGKLIAYPIAVEALSLIYNKDLLPNPPKTWEEI 
PALDKELKAKGKSALMFNLQEPYFTWPLIAADGGYAFKYENGKYDIKDVGV 
DNAGAKAGLTFLVDLIKNKHMNADTDYSIAEAAFNKGETAMT1NGPWAWSN 

40 IDTSKVNYGVTVLPTFKGQPSKPFVGVLSAGINAASPNKELAKEFLENYLLTD 
EGLEAVNKDKPLGAVALKSYEEELAKDPRIPNDERDTTMPAAMATTLRKLLT 
GELLTLASRQQLIDWMEADKVAGPLLRSALPAGWFIADKSGAGERGSRGIIA 
ALGPDGKPSRIVVIYTTGSQATMDERNRQIAEIGASLIKHWDKSHPETLVKVK 
DAEDQLGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRVDAG 

45 QEQLGRRIHYSQNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLL 
TTIGGPKELTAFLHNMGDHVTRLDRWEPELNEAAATMENAQKGEIMPNIPQ 
MSAFWYAVRTAVINAASGRQTVDEALKDAQTRITK 
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Switch BLA 168-88 : 

Nucleic Acid Sequence: (SEQ ID NO: 43) 

atgaaaataaaaacaggtgcacgcatcctcgcattatccgcattaacgacgatgatgttttccgcctcggctctcgccaaaat 
5 cgaagaaggtaaactggtaatctggattaacggcgataaaggctataacggtctcgctgaagtcggtaagaaattcgagaa 
agataccggaattaaagtcaccgttgagcatccggataaactggaagagaaattcccacaggttgcggcaactggcgatg 
gccctgacattatcttctgggcacacgaccgctttggtggctacgctcaatctggcctgttggctgaaatcaccccggacaa 
agcgttccaggacaagctgtatccgtttacctgggatgccgtacgttacaacggcaagctgattgcttacccgatcgctgttg 
aagcgttatcgctgatttataacaaagatctgctgccgaacccgccaaaaacctgggaagagatcccggcgctggataaag 

10 aactgaaagcgaaaggtaagagcgcgctgatgttcaacctgcaagaaccgtacttcacctggccgctgattgctgctgacg 
ggggttatgcgttcaagtatgaaaacggcaagtacgacattaaagacgtgggcgtggataacgctggcgcgaaagcggg 
tctgaccttcctggttAATGAAGCCATACCAAACGACGAGCGTGACACCACGATGCC 
TGCAGCAATGGCAACAACGTTGCGCAAACTATTAACTGGCGAACTACTTA 
CTCTAGCTTCCCGGCAACAATTAATAGACTGGATGGAGGCGGATAAAGTT 

1 5 GC AGGACCACTTCTGCGCTCGGCCCTTCCGGCTGGCTGGTTTATTGCTGAT 
AAATCTGGAGCCGGTGAGCGTGGGTCTCGCGGTATCATTGCAGCACTGGG 
GCCAGATGGTAAGCCCTCCCGTATCGTAGTTATCTACACGACGGGGAGTC 
AGGCAACTATGGATGAACGAAATAGACAGATCGCTGAGATAGGTGCCTCA 
CTGATTAAGCATTGGGACAAGAGCCACCCAGAAACGCTGGTGAAAGTAA 

20 AAGATGCTGAAGATCAGTTGGGTGCACGAGTGGGTTACATCGAACTGGAT 
CTCAACAGCGGTAAGATCCTTGAGAGTTTTCGCCCCGAAGAACGTTTTCCA 
ATGATGAGCACTTTTAAAGTTCTGCTATGTGGCGCGGTATTATCCCGTGTT 
GACGCCGGGCAAGAGCAACTCGGTCGCCGCATACACTATTCTCAGAATGA 
CTTGGTTGAGTACTCACCAGTCACAGAAAAGCATCTTACGGATGGCATGA 

25 CAGTAAGAGAATTATGCAGTGCTGCCATAACCATGAGTGATAACACTGCG 
GCCAACTTACTTCTGACAACGATCGGAGGACCGAAGGAGCTAACCGCTTT 
TTTGCACAACATGGGGGATCATGTAACTCGCCTTGATCGTTGGGAACCGG 
AACTGAATGAAGCCgttgacctgattaaaaacaaacacatgaatgcagacaccgattactccatcgcagaag 
ctgcctttaataaaggcgaaacagcgatgaccatcaacggcccgtgggcatggtccaacatcgacaccagcaaagtgaat 

30 tatggtgtaacggtactgccgaccttcaagggtcaaccatccaaaccgttcgttggcgtgctgagcgcaggtattaacgccg 
ccagtccgaacaaagagctggcgaaagagttcctcgaaaactatctgctgactgatgaaggtctggaagcggttaataaag 
acaaaccgctgggtgccgtagcgctgaagtcttacgaggaagagttggcgaaagatccacgtattgccgccaccatggaa 
aacgcccagaaaggtgaaatcatgccgaacatcccgcagatgtccgctttctggtatgccgtgcgtactgcggtgatcaac 
gccgccagcggtcgtcagactgtcgatgaagccctgaaagacgcgcagactcgtatcaccaagtaa 

35 Amino Acid Sequence: (SEQ ID NO: 44) 

MKIKTGARILALSAETTMMFSASALAKIEEGKLVIWINGDKGYNGLAEVG 
KKFEKDTGIKVTVEHPDKLEEKFPQVAATGDGPDIIFWAHDRFGGYAQSG 
LLAEITPDKAFQDKLYPFTWDAVRYNGKLIAYPIAVEALSLIYNKDLLPN 
PPKTWEEIPALDKELKAKGKSALMFNLQEPYFTWPLIAADGGYAFKYENG 

40 KYDIKDVGVDNAGAKAGLTFLVNEAIPNDERDTTMPAAMATTLRKLLTGE 
LLTLASRQQLIDWMEADKVAGPLLRSALPAGWFIADKSGAGERGSRGIIA 
ALGPDGKPSRIVVIYTTGSQATMDERNRQIAEIGASLIKHWDKSHPETLV 
KVKDAEDQLGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVL 
SRVDAGQEQLGRRIHYSQNDLVEYSPVTEBCHLTDGMTVRELCSAAITMSD 

45 NTAANLLLTTIGGPKELTAFLHNMGDHVTRLDRWEPELNEAVDLIKNKHM 
NADTDYSIAEAAFNKGETAMTINGPWAWSNIDTSKVNYGVTVLPTFKGQP 
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SKPFVGVLSAGINAASPNKELAKEFLENYLLTDEGLEAVNKDKPLGAVAL 

KSYEEELAKDPRIAATMENAQKGEIMPNIPQMSAFWYAVRTAVINAASGR 

QTVDEALKDAQTRITK 

5 

Switch BLA 168-45 : 

Nucleic Acid Sequence: (SEQ ED NO: 45) 

atgaaaataaaaacaggtgcacgcatcctcgcattatccgcattaacgacgatgatgttttccgcctcggctctcgccaaaat 
cgaagaaggtaaactggtaatctggattaacggcgataaaggctataacggtctcgctgaagtcggtaagaaattcgagaa 

10 agataccggaattaaagtcaccgttgagcatccggataaactggaagagaaattcccacaggttgcggcaactggcgatg 
gccctgacattatcttctgggcacacgaccgctttggtggctacgctcaatctggcctgttggctgaaatcaccccggacaa 
agcgttccaggacaagctgtatccgtttacctgggatgccgtacgttacaacggcaagctgattgcttacccgatcgctgttg 
aagcgttatcgctgatttataacaaagatctgctgccgaacccgccaaaaacctgggaagagatcccggcgctggataaag 
aactgaaagcgaaaggtaagagcgcgctgatgttcaacctgcaagaaccgtacttcacctggccgctgattgctgctgacg 

15 ggggttatgcgttcaagtatgaaaacggcaagtacgacattaaagacgtgggcgtggataacgctggcgcgaaagcggg 
tctgaccttcctggttgacctgattAATGAAGCCATACCAAACGACGAGCGTGACACCAC 
GATGCCTGCAGCAATGGCAACAACGTTGCGCAAACTATTAACTGGCGAAC 
TACTTACTCTAGCTTCCCGGCAACAATTAATAGACTGGATGGAGGCGGAT 
AAAGTTGCAGGACCACTTCTGCGCTCGGCCCTTCCGGCTGGCTGGTTTATT 

20 GCTGATAAATCTGGAGCCGGTGAGCGTGGGTCTCGCGGTATCATTGCAGC 
ACTGGGGCCAGATGGTAAGCCCTCCCGTATCGTAGTTATCTACACGACGG 
GGAGTCAGGCAACTATGGATGAACGAAATAGACAGATCGCTGAGATAGG 
TGCCTCACTGATTAAGCATTGGGACAAGAGCCACCCAGAAACGCTGGTGA 
AAGTAAAAGATGCTGAAGATCAGTTGGGTGCACGAGTGGGTTACATCGAA 

25 CTGGATCTCAACAGCGGTAAGATCCTTGAGAGTTTTCGCCCCGAAGAACG 
TTTTCCAATGATGAGCACTTTTAAAGTTCTGCTATGTGGCGCGGTATTATC 
CCGTGTTGACGCCGGGCAAGAGCAACTCGGTCGCCGCATACACTATTCTC 
AGAATGACTTGGTTGAGTACTCACCAGTCACAGAAAAGCATCTTACGGAT 
GGCATGACAGTAAGAGAATTATGCAGTGCTGCCATAACCATGAGTGATAA 

30 CACTGCGGCCAACTTACTTCTGACAACGATCGGAGGACCGAAGGAGCTAA 
CCGCTTTTTTGCACAACATGGGGGATCATGTAACTCGCCTTGATCGTTGGG 
AACCGGAACTGAATGAAGCCcacatgaatgcagacaccgattactccatcgcagaagctgcctttaata 
aaggcgaaacagcgatgaccatcaacggcccgtgggcatggtccaacatcgacaccagcaaagtgaattatggtgtaac 
ggtactgccgaccttcaagggtcaaccatccaaaccgttcgttggcgtgctgagcgcaggtattaacgccgccagtccgaa 

35 caaagagctggcgaaagagttcctcgaaaactatctgctgactgatgaaggtctggaagcggttaataaagacaaaccgct 
gggtgccgtagcgctgaagtcttacgaggaagagttggcgaaagatccacgtattgccgccaccatggaaaacgcccag 
aaaggtgaaatcatgccgaacatcccgcagatgtccgctttctggtatgccgtgcgtactgcggtgatcaacgccgccagc 
ggtcgtcagactgtcgatgaagccctgaaagacgcgcagactcgtatcaccaagtaa 

Amino Acid Sequence: (SEQ ID NO: 46) 

40 MKIKTGARILALSALTTMMFSASALAKIEEGKLVrwrNGDKGYNGLAEVG 
KKFEKDTGIKVTVEHPDKLEEKFPQVAATGDGPDirFWAHDRFGGYAQSG 
LLAEITPDKAFQDKLYPFTWT>AVRYNGKXIAYPIAVEALSLIYNKDLLPN 
PPKTWEEIPALDKELKAKGKSALMFNLQEPYFTWPLIAADGGYAFKYENG 
KYDIKDVGVDNAGAKAGLTFLVDLINEAIPNDERDTTMPAAMATTLRKLL 

45 TGELLTLASRQQLIDWMEADKVAGPLLRSALPAGWFIADKSGAGERGSRG 
IIAALGPDGKPSRIVVIYTTGSQATMDERNRQIAEIGASLIKHWDKSHPE 
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TLVKVKDAEDQLGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCG 
AVLSRVDAGQEQLGRRIHYSQNDLVEYSPVTEKHLTDGMTVRELCSAAIT 
MSDNTAANLLLTTIGGPKELTAFLHNMGDHVTRLDRWEPELNEAHMNADT 
DYSIAEAAFNKGETAMTINGPWAWSNIDTSKVNYGVTVLPTFKGQPSKPF 
5 VGVLSAGINAASPNKELAKEFLENYLLTDEGLEAVNKDKPLGAVALKSYE 
EELAKDPRIAATMENAQKGEIMPNIPQMSAFWYAVRTAVINAASGRQTVD 
EALKDAQTRITK 



Switch BLA1 68-69 : 
10 Nucleic Acid Sequence: (SEQ ID NO: 47) 

atgaaaataaaaacaggtgcacgcatcctcgcattatccgcattaacgacgatgatgttttccgcctcggctctcgccaaaat 
cgaagaaggtaaactggtaatctggattaacggcgataaaggctataacggtctcgctgaagtcggtaagaaattcgagaa 
agataccggaattaaagtcaccgttgagcatccggataaactggaagagaaattcccacaggttgcggcaactggcgatg 
gccctgacattatcttctgggcacacgaccgctttggtggctacgctcaatctggcctgttggctgaaatcaccccggacaa 

15 agcgttccaggacaagctgtatccgtttacctgggatgccgtacgttacaacggcaagctgattgcttacccgatcgctgttg 
aagcgttatcgctgatttataacaaagatctgctgccgaacccgccaaaaacctgggaagagatcccggcgctggataaag 
aactgaaagcgaaaggtaagagcgcgctgatgttcaacctgcaagaaccgtacttcacctggccgctgattgctgctgacg 
ggggttatgcgttcaagtatgaaaacggcaagtacgacattaaagacgtgggcgtggataacgctggcgcgaaagcggg 
tctgaccttcctggttgacctgattaaaaacaaacacatgaatgcagacaccgattactccatcgcagaagctgcctttaataa 

20 aggcgaaacagcgatgaccatcaacggcccgtgggcatggtccaacatcgacaccagcaaagtgaattatggtgtaacg 
gtactgccgaccttcaagggtcaaccatccaaaccgttcgttggcgtgctgagcgcaggtattaacgccgccagtccgaac 
aaagagctggcgaaagagttcctcgaaaactatctgctgactgatgaaggtctggaagcggttaataaagacaaaccgctg 
ggtgccgtagcgctgaagtcttacgaggaagagttggcgaaagatccacgtAATGAAGCCATACCAAAC 
GACGAGCGTGACACCACGATGCCTGCAGCAATGGCAACAACGTTGCGCAA 

25 ACTATTAACTGGCGAACTACTTACTCTAGCTTCCCGGCAACAATTAATAGA 
CTGGATGGAGGCGGATAAAGTTGCAGGACCACTTCTGCGCTCGGCCCTTC 
CGGCTGGCTGGTTTATTGCTGATAAATCTGGAGCCGGTGAGCGTGGGTCTC 
GCGGTATCATTGCAGCACTGGGGCCAGATGGTAAGCCCTCCCGTATCGTA 
GTTATCTACACGACGGGGAGTCAGGCAACTATGGATGAACGAAATAGACA 

30 GATCGCTGAGATAGGTGCCTCACTGATTAAGCATTGGGACAAGAGCCACC 
CAGAAACGCTGGTGAAAGTAAAAGATGCTGAAGATCAGTTGGGTGCACG 
AGTGGGTTACATCGAACTGGATCTCAACAGCGGTAAGATCCTTGAGAGTT 
TTCGCCCCGAAGAACGTTTTCCAATGATGAGCACTTTTAAAGTTCTGCTAT 
GTGGCGCGGTATTATCCCGTGTTGACGCCGGGCAAGAGCAACTCGGTCGC 

35 CGCATACACTATTCTCAGAATGACTTGGTTGAGTACTCACCAGTCACAGA 
AAAGCATCTTACGGATGGCATGACAGTAAGAGAATTATGCAGTGCTGCCA 
TAACCATGAGTGATAACACTGCGGCCAACTTACTTCTGACAACGATCGGA 
GGACCGAAGGAGCTAACCGCTTTTTTGCACAACATGGGGGATCATGTAAC 
TCGCCTTGATCGTTGGGAACCGGAACTGAATGAAGCCaccatggaaaacgcccagaa 

40 aggtgaaatcatgccgaacatcccgcagatgtccgctttctggtatgccgtgcgtactgcggtgatcaacgccgccagcgg 
tcgtcagactgtcgatgaagccctgaaagacgcgcagactcgtatcaccaagtaa 

Amino Acid Sequence: (SEQ ID NO: 48) 

MKDCTGA RILALS A LTTM M FS AS AL AKIEEGKL VIWINGDKG YNGL AE VG 
KKFEKDTGIKVTVEHPDKLEEKFPQVAATGDGPDIIFWAHDRFGGYAQSG 
45 LLAEITPDKAFQDKLYPFTWTDAVRYNGKEIAYPIAVEALSLIYNKDLLPN 
PPKTWEEIPALDKELKAKGKSALMFNLQEPYFTWPLIAADGGYAFKYENG 
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KYDIKDVGVDNAGAKAGLTFLVDLIK2SIKHMNADTDYSIAEAAFNKGETAM 
TINGPWAWSNIDTSKVNYGVTVLPTFKGQPSKPFVGVLSAGINAASPNKE 
LAKEFLENYLLTDEGLEAVNKDKPLGAVALKSYEEELAKDPRNEAIPNDE 
RDTTMPAAMATTLRKLLTGELLTLASRQQLIDWMEADKVAGPLLRSALPA 
5 GWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATMDERNRQI 
AEIGASLIKHWDKSHPETLVKVKDAEDQLGARVGYIELDLNSGKILESFR 
PEERFPMMSTFKVLLCGAVLSRVDAGQEQLGRRJHYSQNDLVEYSPVTEK 
HLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAFLHNMGDHVTR 
LDRWEPELNEATMENAQKGEIMPNIPQMSAFWYAVRTAVINAASGRQTVD 
10 EALKDAQTRITK 



Switch BLA1 68-86 : 

Nucleic Acid Sequence: (SEQ ID NO: 49) 

atgaaaataaaaacaggtgcacgcatcctcgcattatccgcattaacgacgatgatgttttccgcctcggctctcgccaaaat 

15 cgaagaaggtaaactggtaatctggattaacggcgataaaggctataacggtctcgctgaagtcggtaagaaattcgagaa 
agataccggaattaaagtcaccgttgagcatccggataaactggaagagaaattcccacaggttgcggcaactggcgatg 
gccctgacattatcttctgggcacacgaccgctttggtggctacgctcaatctggcctgttggctgaaatcaccccggacaa 
agcgttccaggacaagctgtatccgtttacctgggatgccgtacgttacaacggcaagctgattgcttacccgatcgctgttg 
aagcgttatcgctgatttataacaaagatctgctgccgaacccgccaaaaacctgggaagagatcccggcgctggataaag 

20 aactgaaagcgaaaggtaagagcgcgctgatgttcaacctgcaagaaccgtacttcacctggccgctgattgctgctgacg 
ggggttatgcgttcaagtatgaaaacggcaagtacgacattaaagacgtgggcgtggataacgctggcgcgaaagcggg 
tctgaccttcctggttgacctgattaaaaacaaacacatgaatgcagacaccgattactccatcgcagaagctgcctttaataa 
aggcgaaacagcgatgaccatcaacggcccgtgggcatggtccaacatcgacaccagcaaagtgaattatggtgtaacg 
gtactgccgaccttcaagggtcaaccatccaaaccgttcgttggcgtgctgagcgcaggtattaacgccgccagtccgaac 

25 aaagagctggcgaaagagttcctcgaaaactatctgctgactgatgaaggtctggaagcggttaataaagacaaaccgctg 
ggtgccgtagcgctgaagtcttacgaggaagagttggcgaaagatccacgtattgccgccaccAATGAAGCCA 
TACCAAACGACGAGCGTGACACCACGATGCCTGCAGCAATGGCAACAAC 
GTTGCGCAAACTATTAACTGGCGAACTACTTACTCTAGCTTCCCGGCAACA 
ATTAATAGACTGGATGGAGGCGGATAAAGTTGCAGGACCACTTCTGCGCT 

30 CGGCCCTTCCGGCTGGCTGGTTTATTGCTGATAAATCTGGAGCCGGTGAGC 
GTGGGTCTCGCGGTATCATTGCAGCACTGGGGCCAGATGGTAAGCCCTCC 
CGTATCGTAGTTATCTACACGACGGGGAGTCAGGCAACTATGGATGAACG 
AAATAGACAGATCGCTGAGATAGGTGCCTCACTGATTAAGCATTGGGACA 
AGAGCCACCCAGAAACGCTGGTGAAAGTAAAAGATGCTGAAGATCAGTT 

35 GGGTGCACGAGTGGGTTACATCGAACTGGATCTCAACAGCGGTAAGATCC 
TTGAGAGTTTTCGCCCCGAAGAACGTTTTCCAATGATGAGCACTTTTAAAG 
TTCTGCTATGTGGCGCGGTATTATCCCGTGTTGACGCCGGGCAAGAGCAA 
CTCGGTCGCCGCATACACTATTCTCAGAATGACTTGGTTGAGTACTCACCA 
GTCACAGAAAAGCATCTTACGGATGGCATGACAGTAAGAGAATTATGCAG 

40 TGCTGCCATAACCATGAGTGATAACACTGCGGCCAACTTACTTCTGACAA 
CGATCGGAGGACCGAAGGAGCTAACCGCTTTTTTGCACAACATGGGGGAT 
CATGTAACTCGCCTTGATCGTTGGGAACCGGAACTGAATGAAGCCgccgccac 
catggaaaacgcccagaaaggtgaaatcatgccgaacatcccgcagatgtccgctttctggtatgccgtgcgtactgcggt 
gatcaacgccgccagcggtcgtcagactgtcgatgaagccctgaaagacgcgcagactcgtatcaccaagtaa 

45 Amino Acid Sequence: (SEQ ID NO: 50) 

MKIKTGARTEALSALTTMMFSASALAKIEEGKLVIWINGDKGYNGLAEVG 
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KKFEKDTGIKVTVEHPDKLEEKFPQVAATGDGPDIIFWAHDRFGGYAQSG 
LLAEITPDKAFQDKLYPFTWDAVRYNGKLIAYPIAVEALSLIYNKDLLPN 
PPKTWEEDPALDKELKAKGKSALMFNLQEPYFTWPLIAADGGYAFKYENG 
KYDIKI)VGVDNAGAKAGLTFLVDLIKNKHMNADTDYSIAEAAFNKGETAM 
5 TINGPWAWSNIDTSKVNYGVTVLPTFKGQPSKPFVGVLSAGINAASPNKE 
LAKEFLENYLLTDEGLEAVNKDKPLGAVALKSYEEELAKDPRIAATNEAI 
PNDERDTTMPAAMATTLRKLLTGELLTLASRQQLIDWMEADKVAGPLLRS 
ALPAGWFIADKSGAGERGSRGIIAALGPDGKPSPJVVIYTTGSQATMDER 
NRQIAEIGASLKHWDKSHPETLVKVKDAEDQLGARVGYIELDLNSGKIL 
1 0 ESFRPEERFPMMSTFKVLLCGAVLSRVD AGQEQLGRRIHYSQNDLVEYSP 
VTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAFLHNMGD 
HVTRLDRWEPELNEAAATMENAQKGEIMPNIPQMSAFWYAVRTAVINAAS 
GRQTVDEALKDAQTRITK 

15 

Switch BLA1 68-89 : 

Nucleic Acid Sequence: (SEQ ID NO: 51) 

atgaaaataaaaacaggtgcacgcatcctcgcattatccgcattaacgacgatgatgttttccgcctcggctctcgccaaaat 
cgaagaaggtaaactggtaatctggattaacggcgataaaggctataacggtctcgctgaagtcggtaagaaattcgagaa 

20 agataccggaattaaagtcaccgttgagcatccggataaactggaagagaaattcccacaggttgcggcaactggcgatg 
gccctgacattatcttctgggcacacgaccgctttggtggctacgctcaatctggcctgttggctgaaatcaccccggacaa 
agcgttccaggacaagctgtatccgtttacctgggatgccgtacgttacaacggcaagctgattgcttacccgatcgctgttg 
aagcgttatcgctgatttataacaaagatctgctgccgaacccgccaaaaacctgggaagagatcccggcgctggataaag 
aactgaaagcgaaaggtaagagcgcgctgatgttcaacctgcaagaaccgtacttcacctggccgctgattgctgctgacg 

25 ggggttatgcgttcaagtatgaaaacggcaagtacgacattaaagacgtgggcgtggataacgctggcgcgaaagcggg 
tctgaccttcctggttgacctgattaaaaacaaacacatgaatgcagacaccgattactccatcgcagaagctgcctttaataa 
aggcgaaacagcgatgaccatcaacggcccgtgggcatggtccaacatcgacaccagcaaagtgaattatggtgtaacg 
gtactgccgaccttcaagggtcaaccatccaaaccgttcgttggcgtgctgagcgcaggtattaacgccgccagtccgaac 
aaagagctggcgaaagagttcctcgaaaactatctgctgactgatgaaggtctggaagcggttaataaagacaaaccgctg 

30 ggtgccgtagcgctgaagtcttacgaggaagagttggcgaaagatccacgtAATGAAGCCATACCAAAC 
GACGAGCGTGACACCACGATGCCTGCAGCAATGGCAACAACGTTGCGCAA 
ACTATTAACTGGCGAACTACTTACTCTAGCTTCCCGGCAACAATTAATAGA 
CTGGATGGAGGCGGATAAAGTTGCAGGACCACTTCTGCGCTCGGCCCTTC 
CGGCTGGCTGGTTTATTGCTGATAAATCTGGAGCCGGTGAGCGTGGGTCTC 

3 5 GCGGT ATC ATTGC AGC ACTGGGGCC AG ATGGTAAGCCCTCCCGTATCGTA 
GTTATCTACACGACGGGGAGTCAGGCAACTATGGATGAACGAAATAGACA 
GATCGCTGAGATAGGTGCCTCACTGATTAAGCATTGGGACAAGAGCCACC 
CAGAAACGCTGGTGAAAGTAAAAGATGCTGAAGATCAGTTGGGTGCACG 
AGTGGGTTACATCGAACTGGATCTCAACAGCGGTAAGATCCTTGAGAGTT 

40 TTCGCCCCGAAGAACGTTTTCCAATGATGAGCACTTTTAAAGTTCTGCTAT 
GTGGCGCGGTATTATCCCGTGTTGACGCCGGGCAAGAGCAACTCGGTCGC 
CGCATACACTATTCTCAGAATGACTTGGTTGAGTACTCACCAGTCACAGA 
AAAGCATCTTACGGATGGCATGACAGTAAGAGAATTATGCAGTGCTGCCA 
TAACCATGAGTGATAACACTGCGGCCAACTTACTTCTGACAACGATCGGA 

45 GGACCGAAGGAGCTAACCGCTTTTTTGCACAACATGGGGGATCATGTAAC 
TCGCCTTGATCGTTGGGAACCGGAACTGAATGAAGCCaccatggaaaacgcccagaa 
aggtgaaatcatgccgaacatcccgcagatgtccgctttctggtatgccgtgcgtactgcggtgatcaacgccgccagcgg 
tcgtcagactgtcgatgaagccctgaaagacgcgcagactcgtatcaccaagtaa 
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Amino Acid Sequence: (SEQ ID NO: 52) 

M KJKTG ARIL ALS A LIT M M FS AS AL AKIEEGKL VIWINGDKGYNGL AE VG 
KKFEKDTGIKVTVEHPDKLEEKFPQVAATGDGPDIIFWAHDRFGGYAQSG 
LLAEITPDKAFQDKLYPFTWT>AVRYNGKLIAYPIAVEALSLIYNKDLLPN 
5 PPKTWEEIPALDKELKAKGKSALMFNLQEPYFTWPLIAADGGYAFKYENG 
KYDIKDVGVDNAGAKAGLTFLVDLIKNKHMNADTDYSIAEAAFNKGETAM 
TINGPWAWSNIDTSKVNYGVTVLPTFKGQPSKPFVGVLSAGINAASPNKE 
LAKEFLENYLLTDEGLEAVNKDKPLGAVALKSYEEELAKDPRNEAIPNDE 
RDTTMPAAMATTLRKLLTGELLTLASRQQLIDWMEADKVAGPLLRSALPA 

1 0 GWFIADKSGAGERGSRGIIAALGPDGKPSPOVVIYTTGSQATMDERNRQI 
AEIGASLIKHWDKSHPETLVKVKDAEDQLGARVGYIELDLNSGKILESFR 
PEERFPMMSTFKVLLCGAVLSRVDAGQEQLGRRIHYSQNDLVEYSPVTEK 
HLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAFLHNMGDHVTR 
LDRWEPELNEATMENAQKGEIMPNIPQMSAFWYAVRTAVINAASGRQT 

15 VDEALKDAQTRITK 

Sucrose Switch 5-7 : 

Nucleic Acid Sequence: (SEQ ID NO: 53) 

atgaaaataaaaacaggtgcacgcatcctcgcattatccgcattaacgacgatgatgttttccgcctcggctctcgccaaaat 

20 cgaagaaggtaaactggtaatctggattaacggcttgtttggctataacggtctcgctgaagtcggtaagaaattcgagaaa 
gataccggaattaaagtcaccgttgagcatccggataaactggaagagaaattcccacaggttgcggcaactggcgatgg 
ccctgacattatcttctatgcacacgaccgctttggtggctacgctcaatctggcctgttggctgaaatcaccccggacaaag 
cgttccaggacaagctgtatccgtttacctgggatgccgtacgttacaacggcaagctgattgcttacccgatcgctgtttatg 
cgttatcgctgatttataacaaagatctgctgccgaacccgccaaaaacctgggaagagatcccggcgctggataaagaac 

25 tgaaagcgaaaggtaagagcgcgctgatgttcaacctgcaagaaccgtacttcacctggccgctgattgctgctgacggg 
ggttatgcgttcaagtatgaaaacggcaagtacgacattaaagacgtgggcgtggataacgctggcgcgaaagcgggtct 
gaccttcctggttgacctgattaaaaacaaacacatgaatgcagacaccgattactccatcgcagaagctgcctttaataaag 
gcgaaacagcgatgaccatcaacggcccgtgggcatggtccaacatcgacaccagcaaagtgaattatggtgtaacggta 
ctgccgaccttcaagggtcaaccatccaaaccgttcgttggcgtgctgagcgcaggtattaacgccgccagtccgaacaaa 

30 gagctggcgaaagagttcctcgaaaactatctgctgactgatgaaggtctggaagcggttaataaagacaaaccgctgggt 
gccgtagcgctgaagtcttacgaggaagagttggcgaaagatccacgtGCCATACCAAACGACGAGC 
GTGACACCACGATGCCTGCAGCAATGGCAACAACGTTGCGCAAACTATTA 
ACTGGCGAACTACTTACTCTAGCTTCCCGGCAACAATTAATAGACTGGAT 
GGAGGCGGATAAAGTTGCAGGACCACTTCTGCGCTCGGCCCTTCCGGCTG 

35 GCTGGTTTATTGCTGATAAATCTGGAGCCGGTGAGCGTGGGTCTCGCGGT 
ATCATTGCAGCACTGGGGCCAGATGGTAAGCCCTCCCGTATCGTAGTTATC 
TACACGACGGGGAGTCAGGCAACTATGGATGAACGAAATAGACAGATCG 
CTGAGATAGGTGCCTCACTGATTAAGCATTGGGACAAGAGCCACCCAGAA 
ACGCTGGTGAAAGTAAAAGATGCTGAAGATCAGTTGGGTGCACGAGTGG 

40 GTTACATCGAACTGGATCTCAACAGCGGTAAGATCCTTGAGAGTTTTCGCC 
CCGAAGAACGTTTTCCAATGATGAGCACTTTTAAAGTTCTGCTATGTGGCG 
CGGTATTATCCCGTGTTGACGCCGGGCAAGAGCAACTCGGTCGCCGCATA 
CACTATTCTCAGAATGACTTGGTTGAGTACTCACCAGTCACAGAAAAGCA 
TCTTACGGATGGCATGACAGTAAGAGAATTATGCAGTGCTGCCATAACCA 

45 TGAGTGATAACACTGCGGCCAACTTACTTCTGACAACGATCGGAGGACCG 
AAGGAGCTAACCGCTTTTTTGCACAACATGGGGGATCATGTAACTCGCCTT 
GATCGTTGGGAACCGGAACTGAATGAAGCCgccgccaccatggaaaacgcccagaaaggt 
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gaaatcatgccgaacatcccgcagatgtccgctttctggtatgccgtgcgtactgcggtgatcaacgccgccagcggtcgt 
cagactgtcgatgaagccctgaaagacgcgcagactcgtatcaccaagtaa 

Amino Acid Sequence: (SEQ ID NO: 54) 

MKLKTGARILALSALTTMMFSASALAKIEEGKLVIWINGLFGYNGLAEVG 
5 KXFEKDTGIKVTVEHPDKLEEKFPQVAATGDGPDIIFYAHDRFGGYAQSG 
LLAEITPDKAFQDKLYPFTWDAVRYNGKLIAYPIAVYALSLIYNKDLLPN 
PPKTWEEIPALDKELKAKGKSALMFNLQEPYFTWPLIAADGGYAFKYENG 
KYDIKDVGVDNAGAKAGLTFLVDLIKNKHMNADTDYSIAEAAFNKGETAM 
TINGPWAWSNIDTSKVNYGVTVLPTFKGQPSKPFVGVLSAGINAASPNKE 

1 0 LAKEFLENYLLTDEGLE AVNKDKPLGAV ALKS YEEELAKDPRAIPNDERD 
TTMPAAMATTLRKLLTGELLTLASRQQLIDWMEADKVAGPLLRSALPAGW 
FIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATMDERNRQIAE 
IGASLEKHWDKSHPETLVKVKDAEDQLGARVGYIELDLNSGKILESFRPE 
ERFPMMSTFKVLLCGAVLSRVDAGQEQLGRRIHYSQNDLVEYSPVTEKHL 

1 5 TDGMTVRELCS AAITMSDNTAANLLLTTIGGPKELTAFLHNMGDH VTRLD 
RWEPELNEAAATMENAQKGEIMPNIPQMSAFWYAVRTAVINAASGRQTVD 
EALKDAQTRITK 



Sucrose Switch 6-47 : 
20 Amino Acid Sequence: (SEQ ID NO: 55) 

MKIKTGARILALSALTTMMFSASALAKIEEGKLVIWINGLQGYNGLAEVG 
KKFEKDTGIKVTVEHPDKLEEKFPQVAATGDGPDIIFYAHDRFGGYAQSG 
LLAEITPDKAFQDKXYPFTWT)AVRYNGKXIAYPIAVQALSLIYNKDLLPN 
PPKTWEEIPALDKELKAKGKSALMFNLQEPYFTWPLIAADGGYAFKYENG 

25 KYDIKDVGVDNAGAKAGLTFLVDLIKNKHMNADTDYSIAEAAFNKGETAM 
TINGPWAWSNIDTSKVNYGVTVLPTFKGQPSKPFVGVLSAGINAASPNKE 
LAKEFLENYLLTDEGLEAVNKDKPLGAV ALKS YEEELAKDPRAIPNDERD 
TTMPAAMATTLRKLLTGELLTLASRQQLIDWMEADKVAGPLLRSALPAGW 
FIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATMDERNRQIAE 

30 IGASLIKHWDKSHPETLVKVKDAEDQLGARVGYIELDLNSGKILESFRPE 
ERFPMMSTFKVLLCGAVLSRVDAGQEQLGRRIHYSQNDLVEYSPVTEKHL 
TDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAFLHNMGDHVTRLD 
RWEPELNEAAATMENAQKGEIMPNIPQMSAFWYAVRTAVINAASGRQTVD 
EALKDAQTRITK 



Sucrose Switch 1-59 : 

Nucleic Acid Sequence: (SEQ ID NO: 56) 

atgaaaatatiaaacaggtgcacgcatcctcgcattatccgcattaacgacgatgatgttttccgcctcggctctcgccaaaat 
40 cgaagaaggtaaactggtaatctggattaacggcaaggagggctataacggtctcgctgaagtcggtaagaaattcgaga 
aagataccggaattaaagtcaccgttgagcatccggataaactggaagagaaattcccacaggttgcggcaactggcgat 
ggccctgacattatcttctatgcacacgaccgctttggtggctacgctcaatctggcctgttggctgaaatcaccccggacaa 
agcgttccaggacaagctgtatccgtttacctgggatgccgtacgttacaacggcaagctgattgcttacccgatcgctgttc 
gggcgttatcgctgatttataacaaagatctgctgccgaacccgccaaaaacctgggaagagatcccggcgctggataaa 
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gaactgaaagcgaaaggtaagagcgcgctgatgttcaacctgcaagaaccgtacttcacctggccgctgattgctgctgac 
gggggttatgcgttcaagtatgaaaacggcaagtacgacattaaagacgtgggcgtggataacgctggcgcgaaagcgg 
gtctgaccttcctggttgacctgattaaaaacaaacacatgaatgcagacaccgattactccatcgcagaagctgcctttaata 
aaggcgaaacagcgatgaccatcaacggcccgtgggcatggtccaacatcgacaccagcaaagtgaattatggtgtaac 
5 ggtactgccgaccttcaagggtcaaccatccaaaccgttcgttggcgtgctgagcgcaggtattaacgccgccagtccgaa 
caaagagctggcgaaagagttcctcgaaaactatctgctgactgatgaaggtctggaagcggttaataaagacaaaccgct 
gggtgccgtagcgctgaagtcttacgaggaagagttggcgaaagatccacgtGCCATACCAAACGACGA 
GCGTGACACCACGATGCCTGCAGCAATGGCAACAACGTTGCGCAAACTAT 
TAACTGGCGAACTACTTACTCTAGCTTCCCGGCAACAATTAATAGACTGG 

1 0 ATGGAGGCGGAT AA AGTTGC AGGACC ACTTCTGCGCTCGGCCCTTCCGGC 
TGGCTGGTTTATTGCTGATAAATCTGGAGCCGGTGAGCGTGGGTCTCGCG 
GTATCATTGCAGCACTGGGGCCAGATGGTAAGCCCTCCCGTATCGTAGTT 
ATCTACACGACGGGGAGTCAGGCAACTATGGATGAACGAAATAGACAGA 
TCGCTGAGATAGGTGCCTCACTGATTAAGCATTGGGACAAGAGCCACCCA 

1 5 GAAACGCTGGTGAAAGTAAAAGATGCTGAAGATC AGTTGGGTGCACGAG 
TGGGTTACATCGAACTGGATCTCAACAGCGGTAAGATCCTTGAGAGTTTTC 
GCCCCGAAGAACGTTTTCCAATGATGAGCACTTTTAAAGTTCTGCTATGTG 
GCGCGGTATTATCCCGTGTTGACGCCGGGCAAGAGCAACTCGGTCGCCGC 
ATACACTATTCTCAGAATGACTTGGTTGAGTACTCACCAGTCACAGAAAA 

20 GCATCTTACGGATGGCATGACAGTAAGAGAATTATGCAGTGCTGCCATAA 
CCATGAGTGATAACACTGCGGCCAACTTACTTCTGACAACGATCGGAGGA 
CCGAAGGAGCTAACCGCTTTTTTGCACAACATGGGGGATCATGTAACTCG 
CCTTGATCGTTGGGAACCGGAACTGAATGAAGCCgccgccaccatggaaaacgcccaga 
aaggtgaaatcatgccgaacatcccgcagatgtccgctttctggtatgccgtgcgtactgcggtgatcaacgccgccagcg 

25 gtcgtcagactgtcgatgaagccctgaaagacgcgcagactcgtatcaccaagtaa 

Amino Acid Sequence: (SEQ ID NO: 57) 

MKIKTGARILALSALTTMMFSASALAKIEEGKLVIWINGKEGYNGLAEVG 
KKFEKDTGIKVTVEHPDKLEEKFPQVAATGDGPDIIFYAHDRFGGYAQSG 
LLAEITPDKAFQDKLYPFTWDAVRYNGKLIAYPIAVRALSLIYNKDLLPN 

30 PPKTWEEIPALDKELKAKGKSALMFNLQEPYFTWPLIAADGGYAFKYENG 
KYDIKDVGVDNAGAKAGLTFLVDLIKNKHMNADTDYSIAEAAFNKGETAM 
TINGPWAWSNEDTSKVNYGVTVLPTFKGQPSKPFVGVLSAGINAASPNKE 
LAKEFLENYLLTDEGLEAVNKDKPLGAVALKSYEEELAKDPRAIPNDERD 
TTMPAAMATTLRKLLTGELLTLASRQQLIDWMEADKVAGPLLRSALPAGW 

35 FIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATMDERNRQIAE 
IGASLIKHWDKSHPETLVKVKDAEDQLGARVGYIELDLNSGKILESFRPE 
ERFPMMSTFKVLLCGAVLSRVDAGQEQLGRJRJHYSQNDLVEYSPVTEKHL 
TDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAFLHNMGDHVTRLD 
RWEPELNEAAATMENAQKGEIMPNIPQMSAFWYAVRTAVINAASGRQTVD 

40 EALKDAQTRITK 



Sucrose Switch 1-68 : 

Nucleic Acid Sequence: (SEQ ED NO: 58) 

atgaaaataaaaacaggtgcacgcatcctcgcattatccgcattaacgacgatgatgttttccgcctcggctctcgccaaaat 
45 cgaagaaggtaaactggtaatctggattaacggcttggagggctataacggtctcgctgaagtcggtaagaaattcgagaa 
agataccggaattaaagtcaccgttgagcatccggataaactggaagagaaattcccacaggttgcggcaactggcgatg 
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gccctgacattatcttctatgcacacgaccgctttggtggctacgctcaatctggcctgttggctgaaatcaccccggacaaa 
gcgttccaggacaagctgtatccgtttacctgggatgccgtacgttacaacggcaagctgattgcttacccgatcgctgttcg 
tgcgttatcgctgatttataacaaagatctgctgccgaacccgccaaaaacctgggaagagatcccggcgctggataaaga 
actgaaagcgaaaggtaagagcgcgctgatgttcaacctgcaagaaccgtacttcacctggccgctgattgctgctgacgg 
5 gggttatgcgttcaagtatgaaaacggcaagtacgacattaaagacgtgggcgtggataacgctggcgcgaaagcgggtc 
tgaccttcctggttgacctgattaaaaacaaacacatgaatgcagacaccgattactccatcgcagaagctgcctttaataaa 
ggcgaaacagcgatgaccatcaacggcccgtgggcatggtccaacatcgacaccagcaaagtgaattatggtgtaacgg 
tactgccgaccttcaagggtcaaccatccaaaccgttcgttggcgtgctgagcgcaggtattaacgccgccagtccgaaca 
aagagctggcgaaagagttcctcgaaaactatctgctgactgatgaaggtctggaagcggttaataaagacaaaccgctgg 

10 gtgccgtagcgctgaagtcttacgaggaagagttggcgaaagatccacgtGCCATACCAAACGACGAG 
CGTGACACCACGATGCCTGCAGCAATGGCAACAACGTTGCGCAAACTATT 
AACTGGCGAACTACTTACTCTAGCTTCCCGGCAACAATTAATAGACTGGA 
TGGAGGCGGATAAAGTTGCAGGACCACTTCTGCGCTCGGCCCTTCCGGCT 
GGCTGGTTTATTGCTGATAAATCTGGAGCCGGTGAGCGTGGGTCTCGCGG 

1 5 TATC ATTGC AGCACTGGGGCC AGATGGTAAGCCCTCCCGTATCGTAGTTAT 
CTACACGACGGGGAGTCAGGCAACTATGGATGAACGAAATAGACAGATC 
GCTGAGATAGGTGCCTCACTGATTAAGCATTGGGACAAGAGCCACCCAGA 
AACGCTGGTGAAAGTAAAAGATGCTGAAGATCAGTTGGGTGCACGAGTG 
GGTTACATCGAACTGGATCTCAACAGCGGTAAGATCCTTGAGAGTTTTCG 

20 CCCCGAAGAACGTTTTCCAATGATGAGCACTTTTAAAGTTCTGCTATGTGG 
CGCGGTATTATCCCGTGTTGACGCCGGGCAAGAGCAACTCGGTCGCCGCA 
TACACTATTCTCAGAATGACTTGGTTGAGTACTCACCAGTCACAGAAAAG 
CATCTTACGGATGGCATGACAGTAAGAGAATTATGCAGTGCTGCCATAAC 
CATGAGTGATAACACTGCGGCCAACTTACTTCTGACAACGATCGGAGGAC 

25 CGAAGGAGCTAACCGCTTTTTTGCACAACATGGGGGATCATGTAACTCGC 
CTTGATCGTTGGGAACCGGAACTGAATGAAGCCgccgccaccatggaaaacgcccagaa 
aggtgaaatcatgccgaacatcccgcagatgtccgctttctggtatgccgtgcgtactgcggtgatcaacgccgccagcgg 
tcgtcagactgtcgatgaagccctgaaagacgcgcagactcgtatcaccaagtaa 

Amino Acid Sequence: (SEQ ID NO: 59) 

30 M K 1KTG ARIL ALS A LTTM M FS A S A L AKIEEGKL VIWINGLEGYNGL AEVG 
KKFEKDTGIKVTVEHPDKLEEKFPQVAATGDGPDIIFYAHDRFGGYAQSG 
LLAEITPDKAFQDKLYPFTWDAVRYNGKLIAYPIAVRALSLIYNKDLLPN 
PPKTWEEIPALDKELKAKGKSALMFNLQEPYFTWPLIAADGGYAFKYENG 
KYDKDVGVDNAGAKAGLTFLVDLIKNKHMNADTDYSIAEAAFNKGETAM 

35 TnNFGPWAWSNIDTSKVNYGVTVLPTFKGQPSKPFVGVLSAGINAASPNKE 
LAKEFLENYLLTDEGLEAVNKDKPLGAVALKSYEEELAKDPRAIPNDERD 
TTMPAAMATTLRKLLTGELLTLASRQQLIDWMEADKVAGPLLRSALPAGW 
FIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATMDERNRQIAE 
IGASLIKHWDKSHPETLVKVKDAEDQLGARVGYIELDLNSGKILESFRPE 

40 ERFPMMSTFKVLLCGAVLSRVDAGQEQLGRRIHYSQNDLVEYSPVTEKHL 
TDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAFLHNMGDHVTRLD 
RWEPELNEAAATMENAQKGEIMPNIPQMSAFWYAVRTAVINAASGRQTVD 
EALKDAQTRITK 



45 Switch RG 13 : 

Nucleic Acid Sequence: (SEQ ED NO: 60) 
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atgaaaataaaaacaggtgcacgcatcctcgcattatccgcattaacgacgatgatgttttccgcctcggctctcgccaaaat 
cgaagaaggtaaactggtaatctggattaacggcgataaaggctataacggtctcgctgaagtcggtaagaaattcgagaa 
agataccggaattaaagtcaccgttgagcatccggataaactggaagagaaattcccacaggttgcggcaactggcgatg 
gccctgacattatcttctgggcacacgaccgctttggtggctacgctcaatctggcctgttggctgaaatcaccccggacaa 
5 agcgttccaggacaagctgtatccgtttacctgggatgccgtacgttacaacggcaagctgattgcttacccgatcgctgttg 
aagcgttatcgctgatttataacaaagatctgctgccgaacccgccaaaaacctgggaagagatcccggcgctggataaag 
aactgaaagcgaaaggtaagagcgcgctgatgttcaacctgcaagaaccgtacttcacctggccgctgattgctgctgacg 
ggggttatgcgttcaagtatgaaaacggcaagtacgacattaaagacgtgggcgtggataacgctggcgcgaaagcggg 
tctgaccttcctggttgacctgattaaaaacaaacacatgaatgcagacaccgattactccatcgcagaagctgcctttaataa 

10 aggcgaaacagcgatgaccatcaacggcccgtgggcatggtccaacatcgacaccagcaaagtgaattatggtgtaacg 
gtactgccgaccttcaagggtcaaccatccaaaccgttcgttggcgtgctgagcgcaggtattaacgccgccagtccgaac 
aaagagctggcgaaagagttcctcgaaaactatctgctgactgatgaaggtctggaagcggttaataaagacaaaccgctg 
ggtgccgtagcgctgaagtcttacgaggaagagttggcgaaagatccacGCTGGTTTATTGCTGATAA 
ATCTGGAGCCGGTGAGCGTGGGTCTCGCGGTATCATTGCAGCACTGGGGC 

1 5 CAGATGGTAAGCCCTCCCGT ATCGTAGTTATCTAC ACGACGGGGAGTCAG 
GCAACTATGGATGAACGAAATAGACAGATCGCTGAGATAGGTGCCTCACT 
GATTAAGCATTGGGGATCCGGCGGTGGCCACCCAGAAACGCTGGTGAAAG 
TAAAAGATGCTGAAGATCAGTTGGGTGCACGAGTGGGTTACATCGAACTG 
GATCTCAACAGCGGTAAGATCCTTGAGAGTTTTCGCCCCGAAGAACGTTTT 

20 CCAATGATGAGCACTTTTAAAGTTCTGCTATGTGGCGCGGTATTATCCCGT 
GTTGACGCCGGGCAAGAGCAACTCGGTCGCCGCATACACTATTCTCAGAA 
TGACTTGGTTGAGTACTCACCAGTCACAGAAAAGCATCTTACGGATGGCA 
TGACAGTAAGAGAATTATGCAGTGCTGCCATAACCATGAGTGATAACACT 
GCGGCCAACTTACTTCTGACAACGATCGGAGGACCGAAGGAGCTAACCGC 

25 TTTTTTGCACAACATGGGGGATCATGTAACTCGCCTTGATCGTTGGGAACC 
GGAGCTGAATGAAGCCATACCAAACGACGAGCGTGACACCACGATGCCT 
GCAGCAATGGCAACAACGTTGCGCAAACTATTAACTGGCGAACTACTTAC 
TCTAGCTTCCCGGCAACAATTAATAGACTGGATGGAGGCGGATAAAGTTG 
CAGGACCACTTCTGCGCTCGGCCCTTCCGGCTGGCTccgccaccatggaaaacgcccag 

30 aaaggtgaaatcatgccgaacatcccgcagatgtccgctttctggtatgccgtgcgtactgcggtgatcaacgccgccagc 
ggtcgtcagactgtcgatgaagccctgaaagacgcgcagactcgtatcaccaagtaa 

Amino Acid Sequence: (SEQ ID NO: 61) 

M KIKTG ARILALS A LTTMMFS AS A LAKIEEGKLVIWINGDKGYNGLAEVG 
KKFEKDTGIKVTVEHPDKLEEKFPQVAATGDGPDIIFWAHDRFGGYAQSG 

35 LLAEITPDKAFQDKLYPFTWT3AVRYNGKLIAYPIAVEALSLIYNKDLLPN 
PPKTWEEIPALDKELKAKGKSALMFNLQEPYFTAVPLIAADGGYAFKYENG 
KYDKDVGVDNAGAKAGLTFLVDLIKNKHMNADTDYSIAEAAFNKGETAM 
TINGPWAWSNIDTSKVNYGVTVLPTFKGQPSKPFVGVLSAGINAASPNKE 
LAKEFLENYLLTDEGLEAVNKDKPLGAVALKSYEEELAKDPRWFIADKSG 

40 AGERGSRGIlAALGPDGKPSRrvVIYTTGSQATMDERNRQIAEIGASLEK 

HWGSGGGHPETLVKVKDAEDQLGARVGYIELDLNSGKILESFRPEERFPM 
MSTFKVLLCGAVLSRVDAGQEQLGRRIHYSQNDLVEYSPVTEKHLTDGMT 
VRELCSAAITMSDNTAANLLLTTIGGPKELTAFLHNMGDHVTRLDRWEPE 
LNEAIPNDERDTTMPAAMATTLRKLLTGELLTLASRQQLIDWMEADKVAG 

45 PLLRSALPAGSATMENAQKGEIMPNrPQMSAFWYAVRTAVINAASGRQTV 
DEALKDAQTRITK 
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Switch RG1 3 I329W : 

Nucleic Acid Sequence: (SEQ ID NO: 62) 

atgaaaataaaaacaggtgcacgcatcctcgcattatccgcattaacgacgatgatgttttccgcctcggctctcgccaaaat 
cgaagaaggtaaactggtaatctggattaacggcgataaaggctataacggtctcgctgaagtcggtaagaaattcgagaa 
5 agataccggaattaaagtcaccgttgagcatccggataaactggaagagaaattcccacaggttgcggcaactggcgatg 
gccctgacattatcttctgggcacacgaccgctttggtggctacgctcaatctggcctgttggctgaaatcaccccggacaa 
agcgttccaggacaagctgtatccgtttacctgggatgccgtacgttacaacggcaagctgattgcttacccgatcgctgttg 
aagcgttatcgctgatttataacaaagatctgctgccgaacccgccaaaaacctgggaagagatcccggcgctggataaag 
aactgaaagcgaaaggtaagagcgcgctgatgttcaacctgcaagaaccgtacttcacctggccgctgattgctgctgacg 

10 ggggttatgcgttcaagtatgaaaacggcaagtacgacattaaagacgtgggcgtggataacgctggcgcgaaagcggg 
tctgaccttcctggttgacctgattaaaaacaaacacatgaatgcagacaccgattactccatcgcagaagctgcctttaataa 
aggcgaaacagcgatgaccatcaacggcccgtgggcatggtccaacatcgacaccagcaaagtgaattatggtgtaacg 
gtactgccgaccttcaagggtcaaccatccaaaccgttcgttggcgtgctgagcgcaggtattaacgccgccagtccgaac 
aaagagctggcgaaagagttcctcgaaaactatctgctgactgatgaaggtctggaagcggttaataaagacaaaccgctg 

15 ggtgccgtagcgctgaagtcttacgaggaagagttggcgaaagatccacGCTGGTTTATTGCTGATAA 
ATCTGGAGCCGGTGAGCGTGGGTCTCGCGGTATCATTGCAGCACTGGGGC 
CAGATGGTAAGCCCTCCCGTATCGTAGTTATCTACACGACGGGGAGTCAG 
GCAACTATGGATGAACGAAATAGACAGATCGCTGAGATAGGTGCCTCACT 
GATTAAGCATTGGGGATCCGGCGGTGGCCACCCAGAAACGCTGGTGAAAG 

20 TAAAAGATGCTGAAGATCAGTTGGGTGCACGAGTGGGTTACATCGAACTG 
GATCTCAACAGCGGTAAGATCCTTGAGAGTTTTCGCCCCGAAGAACGTTTT 
CCAATGATGAGCACTTTTAAAGTTCTGCTATGTGGCGCGGTATTATCCCGT 
GTTGACGCCGGGCAAGAGCAACTCGGTCGCCGCATACACTATTCTCAGAA 
TGACTTGGTTGAGTACTCACCAGTCACAGAAAAGCATCTTACGGATGGCA 

25 TGACAGTAAGAGAATTATGCAGTGCTGCCATAACCATGAGTGATAACACT 
GCGGCCAACTTACTTCTGACAACGATCGGAGGACCGAAGGAGCTAACCGC 
TTTTTTGCACAACATGGGGGATCATGTAACTCGCCTTGATCGTTGGGAACC 
GGAGCTGAATGAAGCCATACCAAACGACGAGCGTGACACCACGATGCCT 
GCAGCAATGGCAACAACGTTGCGCAAACTATTAACTGGCGAACTACTTAC 

30 TCTAGCTTCCCGGCAACAATTAATAGACTGGATGGAGGCGGATAAAGTTG 
CAGGACCACTTCTGCGCTCGGCCCTTCCGGCTGGCTccgccaccatggaaaacgcccag 
aaaggtgaaTGGatgccgaacatcccgcagatgtccgctttctggtatgccgtgcgtactgcggtgatcaacgccgcca 
gcggtcgtcagactgtcgatgaagccctgaaagacgcgcagactcgtatcaccaagtaa 

Amino Acid Sequence: (SEQ ID NO: 63) 

35 MK IKTG AR I LA LS ALTTMMFS AS ALAKIEEGKLVIWINGDKG YNGLAE VG 
KKFEKDTGIKVTVEHPDKLEEKFPQVAATGDGPDIIFWAHDRFGGYAQSG 
LLAEITPDKAFQDKLYPFTWDAVRYNGKLIAYPIAVEALSLIYNKDLLPN 
PPKTWEEIPALDKELKAKGKSALMFNLQEPYFTWPLIAADGGYAFKYENG 
KYDIKDVGVDNAGAKAGLTFLVDLIKNKHMNADTDYSIAEAAFNKGETAM 

40 TINGPWAWSNIDTSKVNYGVTVLPTFKGQPSKPFVGVLSAGINAASPNKE 
LAKEFLENYLLTDEGLEAVNKDKPLGAVALKSYEEELAKDPRWEIADKSG 
AGERGSRGIIAALGPDGKPSRIWr^TTGSQATMDERNRQIAEIGASLIK 
HWGSGGGHPETLVKVKDAEDQLGARVGYIELDLNSGKILESFRPEERFPM 
MSTFKVLLCGAVLSRVDAGQEQLGRRIHYSQNDLVEYSPVTEKHLTDGMT 

45 VRELCSAAITMSDNTAANLLLTTIGGPKELTAFLUNMGDHVTRLDRWEPE 
LNEAIPNDERDTTMPAAMATTLRKLLTGELLTLASRQQLIDWMEADKVAG 
PLLRSALPAGSATMENAQKGEWMPNIPQMSAFWYAVRTAVINAASGRQTV 
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DEALKDAQTRITK 



Switch RG13 I329W/A96W : 
5 Nucleic Acid Sequence: (SEQ ED NO: 64) 

atgaaaataaaaacaggtgcacgcatcctcgcattatccgcattaacgacgatgatgttttccgcctcggctctcgccaaaat 
cgaagaaggtaaactggtaatctggattaacggcgataaaggctataacggtctcgctgaagtcggtaagaaattcgagaa 
agataccggaattaaagtcaccgttgagcatccggataaactggaagagaaattcccacaggttgcggcaactggcgatg 
gccctgacattatcttctgggcacacgaccgctttggtggctacgctcaatctggcctgttggctgaaatcaccccggacaa 

10 agcgttccaggacaagctgtatccgtttacctgggatTGGgtacgttacaacggcaagctgattgcttacccgatcgctgtt 
gaagcgttatcgctgatttataacaaagatctgctgccgaacccgccaaaaacctgggaagagatcccggcgctggataaa 
gaactgaaagcgaaaggtaagagcgcgctgatgttcaacctgcaagaaccgtacttcacctggccgctgattgctgctgac 
gggggttatgcgttcaagtatgaaaacggcaagtacgacattaaagacgtgggcgtggataacgctggcgcgaaagcgg 
gtctgaccttcctggttgacctgattaaaaacaaacacatgaatgcagacaccgattactccatcgcagaagctgcctttaata 

15 aaggcgaaacagcgatgaccatcaacggcccgtgggcatggtccaacatcgacaccagcaaagtgaattatggtgtaac 
ggtactgccgaccttcaagggtcaaccatccaaaccgttcgttggcgtgctgagcgcaggtattaacgccgccagtccgaa 
caaagagctggcgaaagagttcctcgaaaactatctgctgactgatgaaggtctggaagcggttaataaagacaaaccgct 
gggtgccgtagcgctgaagtcttacgaggaagagttggcgaaagatccacGCTGGTTTATTGCTGATAA 
ATCTGGAGCCGGTGAGCGTGGGTCTCGCGGTATCATTGCAGCACTGGGGC 

20 CAGATGGTAAGCCCTCCCGTATCGTAGTTATCTACACGACGGGGAGTCAG 
GCAACTATGGATGAACGAAATAGACAGATCGCTGAGATAGGTGCCTCACT 
GATTAAGCATTGGGGATCCGGCGGTGGCCACCCAGAAACGCTGGTGAAAG 
TAAAAGATGCTGAAGATCAGTTGGGTGCACGAGTGGGTTACATCGAACTG 
GATCTCAACAGCGGTAAGATCCTTGAGAGTTTTCGCCCCGAAGAACGTTTT 

25 CCAATGATGAGCACTTTTAAAGTTCTGCTATGTGGCGCGGTATTATCCCGT 
GTTGACGCCGGGCAAGAGCAACTCGGTCGCCGCATACACTATTCTCAGAA 
TGACTTGGTTGAGTACTCACCAGTCACAGAAAAGCATCTTACGGATGGCA 
TGACAGTAAGAGAATTATGCAGTGCTGCCATAACCATGAGTGATAACACT 
GCGGCCAACTTACTTCTGACAACGATCGGAGGACCGAAGGAGCTAACCGC 

30 TTTTTTGCACAACATGGGGGATCATGTAACTCGCCTTGATCGTTGGGAACC 
GGAGCTGAATGAAGCCATACCAAACGACGAGCGTGACACCACGATGCCT 
GCAGCAATGGCAACAACGTTGCGCAAACTATTAACTGGCGAACTACTTAC 
TCTAGCTTCCCGGCAACAATTAATAGACTGGATGGAGGCGGATAAAGTTG 
CAGGACCACTTCTGCGCTCGGCCCTTCCGGCTGGCTccgccaccatggaaaacgcccag 

35 aaaggtgaaTGGatgccgaacatcccgcagatgtccgctttctggtatgccgtgcgtactgcggtgatcaacgccgcca 
gcggtcgtcagactgtcgatgaagccctgaaagacgcgcagactcgtatcaccaagtaa 

Amino Acid Sequence: (SEQ ID NO: 65) 

MKIKTGARILALSALTTMMFSASALAKIEEGKLVrWINGDKGYNGLAEVG 
KKFEKDTGIKVTVEHPDKLEEKFPQVAATGDGPDIIFWAHDRFGGYAQSG 

40 LLAEITPDKAEQDKLYPFTWDWVRYNGKLIAYPIAVEALSLIYNKDLLPN 
PPKTWEEIPALDKELKAKGKSALMFNLQEPYFTWPLIAADGGYAFKYENG 
KYDIKDVGVDNAGAKAGLTFLVDLIKNKHMNADTDYSIAEAAFNKGETAM 
TrNGPWAWSNEDTSKVNYGVTVLPTFKGQPSKPFVGVLSAGINAASPNKE 
LAKEFLENYLLTDEGLEAVNKDKPLGAVALKSYEEELAKDPRWFIADKSG 

45 AGERGSRGIIAALGPDGKPSRTVVrYTTGSQATMDERNRQIAEIGASLIK 

HWGSGGGHPETLVKVKDAEDQLGARVGYIELDLNSGKILESFRPEERFPM 
MSTFKVLLCGAVLSRVDAGQEQLGRRIHYSQNDLVEYSPVTEKHLTDGMT 

- 105 - 



WO 2005/072392 



PCT/US2005/002633 



VRELCSAAITMSDNTAANLLLTTIGGPKELTAFLHNMGDHVTRLDRWEPE 
LNEAIPNDERDTTMPAAMATTLRKLLTGELLTLASRQQLIDWMEADKVAG 
PLLRSALPAGSATMENAQKGEWMPNIPQMSAFWYAVRTAVINAASGRQTV 
DEALKDAQTRITK 



Switch IFD7 : 

Nucleic Acid Sequence: (SEQ ID NO: 66) 

atgaaaataaaaacaggtgcacgcatcctcgcattatccgcattaacgacgatgatgttttccgcctcggctctcgccaaaat 
cgaagaaggtaaactggtaatctggattaacggcgataaaggctataacggtctcgctgaagtcggtaagaaattcgagaa 
10 agataccggaattaaagtcaccgttgagcatccggataaactggaagagaaattcccacaggttgcggcaactggcgatg 
gccctgacattatcttctgggcacacgaccgctttggtggctacgctcaatctggcctgttggctgaaatcaccccggacaa 
agcgttccaggacaagctgtatccgtttacctgggatgccgtacgttacaacggcaagctgattgcttacccgatcgctgttg 
aagcgttatcgctgatttataacaaagatctgctgccgaacccgccaaaaacctgggaagagatcccggcgctggataaag 
aactgaaagcgaaaggtaagagcgcgctgatgttcaacctgcaagaaccgtacttcacctggccgctgattgctgctgacg 
ggcatcttacggatggcatgacagtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaacttact 
tctgacaacgatcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcgttgg 
gaaccggaactgaatgaagccataccaaacgacgagcgtgacaccacgatgcctgcagcaatggcaacaacgttgcgc 
aaactattaactggcgaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaagttgcaggac 
cacttctgcgctcggcccttccggctggctggtttattgctgataaatctggagccggtgagcgtgggtctcgcggtatcatt 
gcagcactggggccagatggtaagccctcccgtatcgtagttatctacacgacggggagtcaggcaactatggatgaacg 
aaatagacagatcgctgagataggtgcctcactgattaagcattgggacaagagccacccagaaacgctggtgaaagtaa 
aagatgctgaagatcagttgggtgcacgagtgggttacatcgaactggatctcaacagcggtaagatccttgagagttttcg 
ccccgaagaacgttttccaatgatgagcacttttaaagttctgctatgtggcgcggtattatcccgtgttgacgccgggcaag 
agcaactcggtcgccgcatacactattctcagaatgacttggttgagtactcaceagtcacagacgggggttatgcgttcaa 
gtatgaaaacggcaagtacgacattaaagacgtgggcgtggataacgctggcgcgaaagcgggtctgaccttcctggttg 
acctgattaaaaacaaacacatgaatgcagacaccgattactccatcgcagaagctgcctttaataaaggcgaaacagcga 
tgaccatcaacggcccgtgggcatggtccaacatcgacaccagcaaagtgaattatggtgtaacggtactgccgaccttca 
agggtcaaccatccaaaccgttcgttggcgtgctgagcgcaggtattaacgccgccagtccgaacaaagagctggcgaa 
agagttcctcgaaaactatctgctgactgatgaaggtctggaagcggttaataaagacaaaccgctgggtgccgtagcgct 
gaagtcttacgaggaagagttggcgaaagatccacgtattgccgccaccatggaaaacgcccagaaaggtgaaatcatgc 
cgaacatcccgcagatgtccgctttctggtatgccgtgcgtactgcggtgatcaacgccgccagcggtcgtcagactgtcg 
atgaagccctgaaagacgc gcagactc gtatcaccaagtaa 

Amino acid Sequence: (SEQ ID NO: 67) 

MKIKTGARILALSALTTMMFSASALAKIEEGKLVIWINGDKGYNGLAEVG 
KKFEKDTGIKVTVEHPDKLEEKFPQVAATGDGPDIIFWAHDRFGGYAQSG 
LLAEITPDKAFQDKLYPFTWDAVRYNGKLIAYPIAVEALSLIYNKDLLPN 
PPKTWEEIPALDKELKAKGKSALMFNLQEPYFTWPLIAADGHLTDGMTVR 
ELCSAAITMSDNTAANLLLTTIGGPKELTAFLHNMGDHVTRLDRWEPELN 
EABPNDERDTTMPAAMATTLRKLLTGELLTLASRQQLIDWMEADKVAGPL 
LRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATM 
DERNRQIAEIGASLIKHWDKSHPETLVKVKDAEDQLGARVGYIELDLNSG 
KILESFRPEERFPMMSTFKVLLCGAVLSRVDAGQEQLGRRIHYSQNDLVE 
YSPVTDGGYAFKYENGKYD1KDVGVDNAGAKAGLTFLVDLIKNKHMNADT 
DYSIAEAAJNKGETAMTINGPWAWSNIDTSKVNYGVTVLPTFKGQPSKPF 
VGVLSAGINAASPNKELAKEFLENYLLTDEGLEAVNKDKPLGAVALKSYE 
EELAKDPRIAATMENAQKGEIMPNIPQMSAFWYAVRTAVINAASGRQTVD 
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EALKDAQTRITK 
Switch IFG277 : 

Nucleic Acid Sequence: (SEQ ID NO: 68) 

5 atgaaaataaaaacaggtgcacgcatcctcgcattatccgcattaacgacgatgatgttttccgcctcggctctcgccaaaat 
cgaagaaggtaaactggtaatctggattaacggcgataaaggctataacggtctcgctgaagtcggtaagaaattcgagaa 
agataccggaattaaagtcaccgttgagcatccggataaactggaagagaaattcccacaggttgcggcaactggcgatg 
gccctgacattatcttctgggcacacgaccgctttggtggctacgctcaatctggcctgttggctgaaatcaccccggacaa 
agcgttccaggacaagctgtatccgtttacctgggatgccgtacgttacaacggcaagctgattgcttacccgatcgctgttg 

10 aagcgttatcgctgatttataacaaagatctgctgccgaacccgccaaaaacctgggaagagatcccggcgctggataaag 
aactgaaagcgaaaggtaagagcgcgctgatgttcaacctgcaagaaccgtacttcacctggccgctgattgctgctgacg 
ggcttctgcgctcggcccttccggctggctggtttattgctgataaatctggagccggtgagcgtgggtctcgcggtatcatt 
gcagcactggggccagatggtaagccctcccgtatcgtagttatctacacgacggggagtcaggcaactatggatgaacg 
aaatagacagatcgctgagataggtgcctcactgattaagcattggggatccggcggtggccacccagaaacgctggtga 

15 aagtaaaagatgctgaagatcagttgggtgcacgagtgggttacatcgaactggatctcaacagcggtaagatccttgaga 
gttttcgccccgaagaacgttttccaatgatgagcacttttaaagttctgctatgtggcgcggtattatcccgtgttgacgccgg 
gcaagagcaactcggtcgccgcatacactattctcagaatgacttggttgagtactcaccagtcacagaaaagcatcttacg 
gatggcatgacagtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaacttacttctgacaacga 
tcggaggaccgaaggagctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcgttgggaaccggagc 

20 tgaatgaagccataccaaacgacgagcgtgacaccacgatgcctgcagcaatggcaacaacgttgcgcaaactattaact 
ggcgaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaagttgcagacgggggttatgcg 
ttcaagtatgaaaacggcaagtacgacattaaagacgtgggcgtggataacgctggcgcgaaagcgggtctgaccttcct 
ggttgacctgattaaaaacaaacacatgaatgcagacaccgattactccatcgcagaagctgcctttaataaaggcgaaaca 
gcgatgaccatcaacggcccgtgggcatggtccaacatcgacaccagcaaagtgaattatggtgtaacggtactgccgac 

25 cttcaagggtcaaccatccaaaccgttcgttggcgtgctgagcgcaggtattaacgccgccagtccgaacaaagagctgg 
cgaaagagttcctcgaaaactatctgctgactgatgaaggtctggaagcggttaataaagacaaaccgctgggtgccgtag 
cgctgaagtcttacgaggaagagttggcgaaagatccacgtattgccgccaccatggaaaacgcccagaaaggtgaaatc 
atgccgaacatcccgcagatgtccgctttctggtatgccgtgcgtactgcggtgatcaacgccgccagcggtcgtcagact 
gtcgatgaagccctgaaagacgcgcagactcgtatcaccaagtaa 

30 Amino Acid Sequence: (SEQ ID NO: 69) 

MKIKTGARILALSALTTMMFSASALAKIEEGKLVIWINGDKGYNGLAEVG 
KKFEKDTGIKVTVEHPDKLEEKFPQVAATGDGPDIIFWAHDRFGGYAQSG 
LLAEITPDKAJQDKLYPFTWDAVRYNGKLIAYPIAVEALSLIYNKDLLPN 
PPKTWEEIPALDKELKAKGKSALMFNLQEPYFTWPLIAADGLLRSALPAG 

35 WFLADKSGAGERGSRGIIAALGPDGKPSRWVIYTTGSQATMDERNRQIA 
EIGASLIKHWGSGGGHPETLVKVKDAEDQLGARVGYIELDLNSGKILESF 
RPEERFPMMSTFKVLLCGAVLSRVDAGQEQLGRRJHYSQNDLVEYSPVTE 
KHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKSLTAFLHNMGDHVT 
RLDRWEPELNEAIPNDERDTTMPAAMATTLRKLLTGELLTLASRQQLIDW 

40 MEADKVADGGYAFKYENGKYDIKDVGVDNAGAKAGLTFLVDLIKNKHMN 
A 

DTDYSIAEAAFNKGETAMTINGPWAWSNIDTSKVNYGVTVLPTFKGQPSK 
PFVGVLSAGINAASPNKELAKEFLENYLLTDEGLEAVNKDKPLGAVALKS 
YEEELAKDPRIAATMENAQKGEIMPNIPQMSAFWYAVRTAVINAASGRQT 
45 VDEALKDAQTRITK 
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Switch IFD15 : 

Nucleic Acid Sequence: (SEQ ID NO: 70) 

atgaaaataaaaacaggtgcacgcatcctcgcattatccgcattaacgacgatgatgttttccgcctcggctctcgccaaaat 
cgaagaaggtaaactggtaatctggattaacggcgataaaggctataacggtctcgctgaagtcggtaagaaattcgagaa 
5 agataccggaattaaagtcaccgttgagcatccggataaactggaagagaaattcccacaggttgcggcaactggcgatg 
gccctgacattatcttctgggcacacgaccgctttggtggctacgctcaatctggcctgttggctgaaatcaccccggacaa 
agcgttccaggacaagctgtatccgtttacctgggatgccgtacgttacaacggcaagctgattgcttacccgatcgctgttg 
aagcgttatcgctgatttataacaaagatctgctgccgaacccgccaaaaacctgggaagagatcccggcgctggataaag 
aactgaaagcgaaaggtaagagcgcgctgatgttcaacctgcaagaaccgtacttcacctggccgctgattgctgctgacg 

10 ggaatgaagccataccaaacgacgagcgtgacaccacgatgcctgcagcaatggcaacaacgttgcgcaaactattaact 
ggcgaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaagttgcaggaccacttctgcgct 
cggcccttccggctggctggtttattgctgataaatctggagccggtgagcgtgggtctcgcggtatcattgcagcactggg 
gccagatggtaagccctcccgtatcgtagttatctacacgacggggagtcaggcaactatggatgaacgaaatagacagat 
cgctgagataggtgcctcactgattaagcattgggacaagagccacccagaaacgctggtgaaagtaaaagatgctgaag 

15 atcagttgggtgcacgagtgggttacatcgaactggatctcaacagcggtaagatccttgagagttttcgccccgaagaacg 
ttttccaatgatgagcacttttaaagttctgctatgtggcgcggtattatcccgtgttgacgccgggcaagagcaactcggtcg 
ccgcatacactattctcagaatgacttggttgagtactcaccagtcacagaaaagcatcttacggatggcatgacagtaaga 
gaattatgcagtgctgccataaccatgagtgataacactgcggccaacttacttctgacaacgatcggaggaccgaaggag 
ctaaccgcttttttgcacaacatgggggatcatgtaactcgccttgatcgttgggaaccggaactgaatgaagccgacgggg 

20 gttatgcgttcaagtatgaaaacggcaagtacgacattaaagacgtgggcgtggataacgctggcgcgaaagcgggtctg 
accttcctggttgacctgattaaaaacaaacacatgaatgcagacaccgattactccatcgcagaagctgcctttaataaagg 
cgaaacagcgatgaccatcaacggcccgtgggcatggtccaacatcgacaccagcaaagtgaattatggtgtaacggtac 
tgccgaccttcaagggtcaaccatccaaaccgttcgttggcgtgctgagcgcaggtattaacgccgccagtccgaacaaa 
gagctggcgaaagagttcctcgaaaactatctgctgactgatgaaggtctggaagcggttaataaagacaaaccgctgggt 

.25 gccgtagcgctgaagtcttacgaggaagagttggcgaaagatccacgtattgccgccaccatggaaaacgcccagaaag 
gtgaaatcatgccgaacatcccgcagatgtccgctttctggtatgccgtgcgtactgcggtgatcaacgccgccagcggtc 
gtcagactgtcgatgaagccctgaaagacgcgcagactcgtatcaccaagtaa 

Amino Acid Sequence: (SEQ ID NO: 71) 

MKIKTGARILALSALTTMMFSASALAKIEEGKLVIWINGDKGYNGLAEVG 
30 KKFEKDTGIKVTVEHPDKLEEKFPQVAATGDGPDIIFWAHDRFGGYAQSG 
LLAEITPDKAFQDKLYPFTWDAVRYNGKLIAYPIAVEALSLIYNKDLLPN 
PPKTWEEIPALDKELKAKGKSALMFNLQEPYFTWPLIAADGNEAIPNDER 
DTTMPAAMATTLRKLLTGELLTLASRQQLIDWMEADKVAGPLLRSALPAG 
WFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATMDERNRQIA 
35 EIGASLIKHWDKSHPETLVKVKDAEDQLGARVGYIELDLNSGKILESFRP 
EERFPMMSTFKVLLCGAVLSRVDAGQEQLGRRIHYSQNDLVEYSPVTEKH 
LTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAFLHNMGDHVTRL 
DRWEPELNEADGGYAFKYENGKYDIKDVGVDNAGAKAGLTFLVDLIKNKH 
MNADTDYSIAEAAFNKGETAMTINGPWAWSNIDTSKVNYGVTVLPTFKGQ 
40 PSKPFVGVLSAGINAASPNKELAKEFLENYLLTDEGLEAVNKDKPLGAVA 
LKSYEEELAKDPRIAATMENAQKGEIMPNIPQMSAFWYAVRTAVINAASG 
RQTVDEALKDAQTRITK 

Switch EEG251: 
45 Nucleic Acid Sequence: (SEQ ID NO: 72) 
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atgaaaataaaaacaggtgcacgcatcctcgcattatccgcattaacgacgatgatgttttccgcctcggctctcgccaaaat 
cgaagaaggtaaactggtaatctggattaacggcgataaaggctataacggtctcgctgaagtcggtaagaaattcgagaa 
agataccggaattaaagtcaccgttgagcatccggataaactggaagagaaattcccacaggttgcggcaactggcgatg 
gccctgacattatcttctgggcacacgaccgctttggtggctacgctcaatctggcctgttggctgaaatcaccccggacaa 
5 agcgttccaggacaagctgtatccgtttacctgggatgccgtacgttacaacggcaagctgattgcttacccgatcgctgttg 
aagcgttatcgctgatttataacaaagatctgctgccgaacccgccaaaaacctgggaagagatcccggcgctggataaag 
aactgaaagcgaaaggtaagagcgcgctgatgttcaacctgcaagaaccgtacttcacctggccgctgattgctgctgacg 
ggggttatgcgttcaagtatgaaaacggcaagtacgacattaaagacgtgggcgtggataacgctggcgcgaaagcggg 
tctgaccttcctggttgacctgattaaaaacaaacacatgaatgcagacaccgattactccatcgcagaagctgcctttaataa 

10 aggcgaaacagcgatgaccatcaacggcccgtgggcatggtccaacatcgacaccagcaaagtgaattatggtgtaacg 
gtactgccgaccttcaagggtcaaccatccaaaccgttcgttggcgtgctgagcgcaggtattaacgccgccagtccgaac 
aaagagctggcgaaagagttcctcgaaaactatctgctgactgatgaaggtctggaagcggttaataaagacaaaccgctg 
ggtgccgtagcgctgaagtcttacgaggaagagttggcgaaagatccacgtattgccgccaccatggaaaacgcccaga 
aaggtgaaatcatgccgaacatcccgcagatgtccgctttctggtatgccgtgcgtactgcggtgatcaacgccgccagcg 

15 gtcgtcagactgtcgatgaagccctgaaagacgcgcagactcgtatcaccaagggcatgacagtaagagaattatgcagt 
gctgccataaccatgagtgataacactgcggccaacttacttctgacaacgatcggaggaccgaaggagctaaccgcttttt 
tgcacaacatgggggatcatgtaactcgccttgatcgttgggaaccggagctgaatgaagccataccaaacgacgagcgt 
gacaccacgatgcctgcagcaatggcaacaacgttgcgcaaactattaactggcgaactacttactctagcttcccggcaa 
caattaatagactggatggaggcggataaagttgcaggaccacttctgcgctcggcccttccggctggctggtttattgctga 

20 taaatctggagccggtgagcgtgggtctcgcggtatcattgcagcactggggccagatggtaagccctcccgtatcgtagtt 
atctacacgacggggagtcaggcaactatggatgaacgaaatagacagatcgctgagataggtgcctcactgattaagcat 
tggggatccggcggtggccacccagaaacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgggtt 
acatcgaactggatctcaacagcggtaagatccttgagagttttcgccccgaagaacgttttccaatgatgagcacttttaaa 
gttctgctatgtggcgcggtattatcccgtgttgacgccgggcaagagcaactcggtcgccgcatacactattctcagaatg 

25 acttggttgagtactcaccagtcacagaaaagcatcttacggatggcaagtga 

Amino Acid Sequence: (SEQ ID NO: 73) 

MKIKTG ARIL ALS A LTTM M FS A S A L AKIEEGKL VI WESTGDKG YNGLAE VG 
KKFEKDTGIKVTVEHPDKLEEKFPQVAATGDGPDIIFWAHDRFGGYAQSG 
LLA£ITPDKAFQDKLYPFTWDAVRYNGKLIAYPIAVEALSLrraKDLLPN 
30 PPKTWEEIPALDK^LKAKGKSALMFNLQEPYFTWPLIAADGGYAFKYENG 
KYDIKDVGVDNAGAXAGLTFLVDLIKNKHMN 

TINGPWAWSNroTSKVNYGVTVLPTFKGQPSKPFVGVLSAGINAASPNKE 

LAXEFLENYLLTDEGLEAVNKDKPLGAVALKSYEEELAKDPRIAATMENA 

QKGEIMPNIPQMSAFWYAVRTAVINAASGRQTVDEALKDAQTRITKGMTV 

35 RELCSAAITMSDNTAANLLLTTIGGPK^LTAFLHNMGDHVTRLDRWEPEL 
NEAIPNDERDTTMPAAMATTLRKLLTGELLTLASRQQLIDWMEADKVAGP 
LLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQAT 
MDERNRQIAEIGASLIKHWGSGGGHPETLVKVKDAEDQLGARVGYIELDL 
NSGKILESFRPEERFPMMSTFKVLLCGAVLSRVDAGQEQLGRRIHYSQND 

40 LVEYSPVTEKHLTDGK 



Switch EEG530 : 

Nucleic Acid Sequence: (SEQ ID NO: 74) 

45 atgaaaataaaaacaggtgcacgcatcctcgcattatccgcattaacgacgatgatgttttccgcctcggctctcgccaaaat 
cgaagaaggtaaactggtaatctggattaacggcgataaaggctataacggtctcgctgaagtcggtaagaaattcgagaa 
agataccggaattaaagtcaccgttgagcatccggataaactggaagagaaattcccacaggttgcggcaactggcgatg 
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gccctgacattatcttctgggcacacgaccgctttggtggctacgctcaatctggcctgttggctgaaatcaccccggacaa 
agcgttccaggacaagctgtatccgtttacctgggatgccgtacgttacaacggcaagctgattgcttacccgatcgctgttg 
aagcgttatcgctgatttataacaaagatctgctgccgaacccgccaaaaacctgggaagagatcccggcgctggataaag 
aactgaaagcgaaaggtaagagcgcgctgatgttcaacctgcaagaaccgtacttcacctggccgctgattgctgctgacg 
5 ggggttatgcgttcaagtatgaaaacggcaagtacgacattaaagacgtgggcgtggataacgctggcgcgaaagcggg 
tctgaccttcctggttgacctgattaaaaacaaacacatgaatgcagacaccgattactccatcgcagaagctgcctttaataa 
aggcgaaacagcgatgaccatcaacggcccgtgggcatggtccaacatcgacaccagcaaagtgaattatggtgtaacg 
gtactgccgaccttcaagggtcaaccatccaaaccgttcgttggcgtgctgagcgcaggtattaacgccgccagtccgaac 
aaagagctggcgaaagagttcctcgaaaactatctgctgactgatgaaggtctggaagcggttaataaagacaaaccgctg 

10 ggtgccgtagcgctgaagtcttacgaggaagagttggcgaaagatccacgtattgccgccaccatggaaaacgcccaga 
aaggtgaaatcatgccgaacatcccgcagatgtccgctttctggtatgccgtgcgtactgcggtgatcaacgccgccagcg 
gtcgtcagactgtcgatgaagccctgaaagacgcgcagactcgtatcaccaagggcatgacagtaagagaattatgcagt 
gctgccataaccatgagtgataacactgcggccaacttacttctgacaacgatcggaggaccgaaggagctaaccgcttttt 
tgcacaacatgggggatcatgtaactcgccttgatcgttgggaaccggagctgaatgaagccataccaaacgacgagcgt 

15 gacaccacgatgcctgcagcaatggcaacaacgttgcgcaaactattaactggcgaactacttactctagcttcccggcaa 
caattaatagactggatggaggcggataaagttgcaggaccacttctgcgctcggcccttccggctggctggtttattgctga 
taaatctggagccggtgagcgtgggtctcgcggtatcattgcagcactggggccagatggtaagccctcccgtatcgtagtt 
atctacacgacggggagtcaggcaactatggatgaacgaaatagacagatcgctgagataggtgcctcactgattaagcat 
tggggatccggcggtggccacccagaaacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgggtt 

20 acatcgaactggatctcaacagcggtaagatccttgagagttttcgccccgaagaacgttttccaatgatgagcacttttaaa 
gttctgctatgtggcgcggtattatcccgtgttgacgccgggcaagagcaactcggtcgccgcatacactattctcagaatg 
acttggttgagtactcaccagtcacagaaaagcatcttacggaagtgaagagcactagttag 

Amino Acid Sequence: (SEQ ID NO: 75) 

MKIKTGARILALSALTTMM 

25 KKFEKDTGIKVTVEHPDKLEEKFPQVAATGDGPDIIFWAHDRFGGYAQSG 
LLAEITPDKAFQDKLWFTWDAVRYNGKLIAYPIAVEALSLIYNKDLLPN 
PPKTWEEIPALDKELK^XGKSALMFNLQEPYFTWPLIAADGGYAFKYENG 
KYT)IKDVGVDNAGAKAGLTFLVDLIKNKHMNADTDYS 
TINGPWAWSNIDTSKVNYGVTVLPTFKGQPSKPFVGVLSAGINAASPNKE 

30 LAKEFLENYLLTDEGLEAVNKDKPLGAVALKSYEEELAKDPRIAATMENA 
QKGEEV1PNIPQMSAFWYAVRTAVINAASGRQTVDEALKDAQTRITKGMTV 
RELCSAAITMSDNTAANLLLTTIGGPKELTAFLHNMGDHVTRLDRWEPEL 
NEAIPNDERDTTMPAAMATTLRKLLTGELLTLASRQQLIDWMEADKVAGP 
LLRSALPAGWFIAX)KSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQAT 

35 MDERNRQIAEIGASLIKHWGSGGGHPETLVKVKDAEDQLGARVGYIELDL 
NSGKILESFRPEERFPMMSTFKVLLCGAVLSRVDAGQEQLGRRIHYSQND 
LVEYSPVTEKHLTEVKSTS 
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Other Embodiments 



Variations, modifications, and other implementations of what is described 
10 herein will occur to those of ordinary skill in the art without departing from the spirit 
and scope of the invention and the following claims. 



All patents, patent applications, and publications referenced herein are 
incorporated in their entirety herein. 

15 



- 119- 



